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I. Real Party in Interest 

The present application is assigned to London Health Sciences Centre. London 
Health Sciences Centre is the real party in interest, and is the owner of the entire right and 
interest in Application No. 10/005,073. 

II. Related Appeals and Interferences 

The Appellants' legal representative, or assignee, does not know of any other appeal 
or interferences which will affect or be directly affected by or have bearing on the Board's 
decision in the pending appeal. 

However, it is noted that claims 52, 59, and 60 have been rejected under the judicially 
created doctrine of obviousness- type double patenting as being unpatentable over Claims 17- 
20, 34, and 53 of U.S. Patent Application No. 1 1/815,359. See Office Action dated April 
14, 2009, at 12. The rejection is necessarily provisional in nature. The claims of the '359 
application have not issued at the time that this appeal is being filed. The claims in the '359 
application may be allowed, amended, or the facts underlying this issue may change before 
this appeal is taken up by the Board. Applicants appeal the rejection as currently stated. 

III. Status of Claims 

Claims 1-51 have been canceled. 

Claims 52-102 are pending in the application. 

Claims 53-58, 62, 64-68, 92-94, and 96-101 have been withdrawn from consideration 
pursuant to a restriction requirement. 

Claims 52, 59-61, 63, 69-91, 95 and 102 stand rejected and are the subject of this 

appeal. 
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IV. Status of Amendments 

No amendments have been submitted since the final decision of the Examiner. 

V, Summary of Claimed Subject Matter 

There are five (5) independent claims on appeal, claims 52, 63, 84, 88, and 102. A 
concise explanation of the subject matter defined in each of the independent claims involved 
in the appeal, referring to exemplary description in the specification by page and line number 
is provided below: 

A. Claim 52 

Claim 52 is reproduced here with citations to exemplary disclosure in the 
specification by page and line in bold curly brackets. Claim 52 is directed to: A method for 
suppressing or reducing the immune response of a mammal {page 7, lines 2-13} to an antigen 
{page 7, lines 2-13, page 9, lines 5-8; page 10, lines 10-25, page 10, line 34 to page 11, line 
11} comprising: orally or enterally administering to the mammal an effective immune 
suppressive dose {page 14, lines 17-23} of a plant tissue { page 7, lines 21-29} or a partially 
purified plant tissue extract {page 15, lines 17-21} containing said antigen or an 
immunosuppressive fragment {page 7, lines 30-35} thereof, said plant tissue or partially 
purified plant tissue extract being obtained from a transgenic plant expressing said antigen or 
immunosuppressive fragment thereof {page 11, line 12 to page 14, line 23}. 

This claim is directed to a method of suppressing or reducing the immune response of 
a mammal to an antigen. Suppressing or reducing the immune response of a mammal to an 
antigen means that the mammal's tolerance to that antigen is increased. This is of benefit in, 
for example, the treatment of autoimmune disease and in preventing graft rejection following 
transplantation. See page 7, lines 2-13. 
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The "antigen" in this claim may be any immune response provoking protein or 
polypeptide, such as an autoantigen or a transplantation antigen. See page 7, lines 2-13. 
Examples of such antigens include, but are not limited to, the Major Histocompatibility 
Complex (MHC) class I and II molecules; myelin basic protein (MBP); glutamic acid 
dehydrogenase (GAD); islet cell-specific antigen (ICA); thyroglobulin; collagen; insulin; heat 
shock protein; islet granule associated antigen; and the islet derived glycoprotein p69. See 
page 9, lines 5-8; page 10, lines 10-25, page 10, line 34 to page 11, line 11. 

An "effective immune suppressive dose" is a dose sufficient to suppress or reduce the 
immune system of the mammal to a specific antigen, thereby inducing tolerance to that 
antigen. In one example, an effective dose comprises around 30 grams of leaf material, when 
GAD protein comprises approximately 0.4% of total soluble leaf protein. See page 14, lines 
17-23. 

Plant materials within the scope of the presently claimed invention are described on 
page 7, lines 21-29 of the description as including plant tissues or plant parts containing the 
desired protein (i.e., antigen). The plant tissue may be, for example, leaves or tubers, which 
may be consumed raw or after minimal culinary preparation. Plant preparations or extracts 
may comprise total plant protein or purified or partially purified preparations of the 
transgenic protein of interest. In particular, if a non-edible plant is used for production of 
mammalian antigens, the antigens may be extracted from the plant tissue and purified as 
required by standard methods before oral or enteral administration. See page 15, lines 17-21. 
The plant tissue or partially purified plant tissue extract is obtained from a transgenic plant 
expressing the antigen or immunosuppressive fragment thereof. See page 11, line 12 to page 
14, line 23. 

An "immunosuppressive fragment" of an antigen is a portion of the amino acid 
sequence of the antigen which is capable, on oral or enteral administration to a mammal, of 
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inducing tolerance or suppressing the immune response of the mammal to the antigen. See 
page 7, lines 30-35. 

Independent claim 52 is argued together with dependent claims 59, 60, and 61. 
B. Claim 63 

Claim 63 is reproduced here with citations to exemplary disclosure in the 
specification by page and line in bold curly brackets. Claim 63 is directed to: A 
pharmaceutical composition for suppressing or reducing the immune response of a mammal 
{page 7, lines 2-13} to an antigen { page 7, lines 2-13, page 9, lines 5-8; page 10, lines 10- 
25, page 10, line 34 to page 11, line 11} comprising: an oral or enteral dosage form {page 7, 
lines 21-29} comprising an effective immunosuppressive dose {page 14, lines 17-23} of a 
plant tissue {page 7, lines 21-29} or partially purified plant tissue extract {page 15, lines 17- 
21} containing said antigen or an immunosuppressive fragment thereof {page 7, lines 30-35} 
and a pharmaceutically acceptable carrier, said plant tissue or partially purified plant tissue 
extract being obtained from a transgenic plant expressing said antigen or immunosuppressive 
fragment thereof {page 11, line 12 to page 14, line 23}. 

Claim 63 is directed to a pharmaceutical composition for suppressing or reducing the 
immune response of a mammal to an antigen. As was discussed above, suppressing or 
reducing the immune response of a mammal to an antigen means that the mammal's tolerance 
to that antigen is increased. This is of benefit in, for example, the treatment of autoimmune 
disease and in preventing graft rejection following transplantation. See page 7, lines 2-13. 

The "antigen" in this claim may be any immune response provoking protein or 
polypeptide, such as an autoantigen or a transplantation antigen. See page 7, lines 2-13. 
Examples of such antigens include, but are not limited to, the Major Histocompatibility 
Complex (MHC) class I and II molecules; myelin basic protein (MBP); glutamic acid 
dehydrogenase (GAD); islet cell-specific antigen (ICA); thyro globulin; collagen; insulin; heat 
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shock protein; islet granule associated antigen; and the islet derived glycoprotein p69. See 
page 9, lines 5-8; page 10, lines 10-25, page 10, line 34 to page 11, line 11. 

An "effective immune suppressive dose" is a dose sufficient to suppress or reduce the 
immune system of the mammal to a specific antigen, thereby inducing tolerance to that 
antigen. In one example, an effective dose comprises around 30 grams of leaf material, when 
GAD protein comprises approximately 0.4% of total soluble leaf protein. See page 14, lines 
17-23. 

Plant materials within the scope of the presently claimed invention are described on 
page 7, lines 21-29 of the description as including plant tissues or plant parts containing the 
desired protein (i.e., antigen). The plant tissue may be, for example, leaves or tubers, which 
may be consumed raw or after minimal culinary preparation. Plant preparations or extracts 
may comprise total plant protein or purified or partially purified preparations of the 
transgenic protein of interest. The plant tissue or partially purified plant tissue extract is 
obtained from a transgenic plant expressing the antigen or immunosuppressive fragment 
thereof. 

An "immunosuppressive fragment" of an antigen is a portion of the amino acid 
sequence of the antigen which is capable, on oral or enteral administration to a mammal, of 
inducing tolerance or suppressing the immune response of the mammal to the antigen. See 
page 7, lines 30-35. 

Independent claim 63 is argued together with dependent claims 69-83. 

C. Claim 84 

Claim 84 is reproduced here with citations to exemplary disclosure in the 
specification by page and line in bold curly brackets. Claim 84 is directed to: A method for 
suppressing the rejection of engrafted donor tissue in a recipient mammal {page 7, lines 8- 
11} comprising orally or enterally administering to the mammal an effective 
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immunosuppressive dose {page 14, lines 17-23} of a plant tissue or a partially purified plant 
tissue extract containing a transplantation antigen of said donor tissue {page 7, lines 2-13, 
page 9, lines 5-8; page 10, line 34 to page 11, line 11} or an immunosuppressive fragment 
thereof {page 7, lines 30-35}, said plant tissue or partially purified plant tissue extract being 
obtained from a transgenic plant expressing said transplantation antigen or 
immunosuppressive fragment thereof {page 11, line 12 to page 14, line 23}. 

Claim 84 is directed to a method for suppressing the rejection of engrafted donor 
tissue in a recipient mammal. This claim is similar to claim 52 and more specifically defines 
certain features of the claimed invention. For example, the specific immune response 
suppressed by the method of claim 84 is the "rejection of engrafted donor tissue" and the 
antigen is a "transplantation antigen". Transplantation antigens provoke an immune response 
against engrafted tissue, leading to graft rejection. See page 7, lines 8-11. 

Claim 84 is argued together with dependent claims 85-87. 

D. Claim 88 

Claim 88 recites A transgenic plant {page 3, line 34 to page 4, line 2, page 11, line 
12 to page 14, line 23} comprising a plant expressing a recombinant mammalian 
transplantation antigen {page 7, lines 2-13, page 9, lines 5-8; page 10, line 34 to page 11, 
line 14}. 

A "transgenic plant" is a plant that has had inserted into its genome one or more DNA 
sequences encoding mammalian antigens. The transgenic plants express the inserted DNA 
sequences and produce the antigens encoded therein. See page 3, line 34 to page 4, line 2. 

A "recombinant mammalian transplantation antigen" is an antigen that may be 
introduced into and expressed by suitable plant hosts. See page 11, lines 12-14. A cDNA 
sequence coding for the selected mammalian antigen is inserted into a DNA construct under 
control of a promoter functional in plant cells and in proper reading with a transcription 
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termination sequence functional in plant cells, to provide for expression of the mammalian 
DNA in plant tissue. See page 11, lines 15-22. 

Independent claim 88 is argued together with dependent claims 89-91 and 95. 

E. Claim 102 

Claim 102 is reproduced here with citations to exemplary disclosure in the 
specification by page and line in bold curly brackets. Claim 102 is directed to: A method for 
suppressing or reducing the immune response of a mammal to an MHC Class II protein 
{page 7, lines 8-11} comprising: orally or enterally administering to the mammal an effective 
amount of a plant tissue or a partially purified plant tissue extract obtained from a transgenic 
plant expressing an MHC Class II protein {page 8, lines 21-24} or an immunosuppressive 
fragment thereof {page 7, lines 30-35}. 

This claim is directed to a method for suppressing or reducing the immune response 
of a mammal to an MHC Class II protein. This claim is similar to claim 52 and more 
specifically defines certain features of the claimed invention. For example, the antigen is an 
"MHC Class II protein". MHC Class II proteins are integral transmembrane proteins 
encoded by polymorphic genes of the MHC and are members of the immunoglobulin 
superfamily. See page 8, lines 21-24. Both transplant rejection and autoimmune diseases, for 
example, may be reduced or suppressed by induction of tolerance to MHC Class II proteins 
by administration of plant material from suitably transformed plants. See page 9, lines 5-8 
and page 10, lines 10-14. 

Although specific exemplary citations for elements of the claims have been provided 
above as required by 37 C.F.R. § 41.37, the application is replete with supporting material for 
all of the presently pending claims, both in the originally filed text and in the originally filed 
drawings. The exemplary citations to the specification should not be construed as limiting 
the claims. 
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VI. Grounds of Rejection to be Reviewed on Appeal 

The grounds of rejection to be reviewed on appeal are as set forth in the Office Action 
of April 14, 2009: 

A. Rejection under 35 U.S.C. § 112, first paragraph, enablement 

"Claims 52, 59-61, 63, 69-91, 95, and . . . 102 stand/are rejected under 35 U.S.C. 112, 
first paragraph, as containing subject matter which was not described in the specification in 
such a way as to enable one skilled in the art to which it pertains, or with which it is most 
nearly connected, to make and/or use the invention." See Office Action dated April 14, 
2009, at 2. 

B. Rejection under 35 U.S.C. § 112, first paragraph, written description 

"Claims 52, 59-61, 63, 69-76, 78-91, 95, and 102 are rejected under 35 U.S.C. 112, 
first paragraph, as containing subject matter which was not described in the specification in 
such a way as to reasonably convey to one skilled in relevant art that the inventor, at the time 
the application was filed, had possession of the claimed invention." See Office Action 
dated April 14, 2009, at 13. 

C. Rejection under 35 U.S.C. § 103 

"Claims 52, 59-61, 63, 69-76, 78-91, 95, and 102 stand/are rejected under 35 U.S.C. 
103(a) as being unpatentable over WO 92/07581 (1992, IDS) in view of U.S. Patent No. 
5,484,719 (IDS)." See Office Action dated April 14, 2009, at 9. 

D. Rejection under the judicially created doctrine of obviousness-type double 
patenting 

"Claims 52, 59, and 60 are rejected under the judicially created doctrine of 
obviousness-type double patenting as being unpatentable over Claims 17-20, 34, and 53 of 
U.S. Patent Application No. 1 1/815,359." See Office Action dated April 14, 2009, at 12. 
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VII. Argument 

A brief overview of the invention may assist in understanding the issues on appeal. 
As noted in the Background of the Invention section of the present application, the related art 
in the field of systemic immunosuppressive therapy (i.e., by administration of 
immunosuppressive drugs) suffers from drawbacks such as increased rates of infection, 
malignancy, and numerous side effects. See Specification, at 1, lines 13-15. Therefore, 
groups have pursued the induction of oral tolerance as a preferred method of 
immunosuppressive therapy. However, there are several problems associated with the prior 
art with respect to the induction of oral tolerance: "Firstly, the complexity of foreign peptide 
presentation in transplantation makes it difficult to screen peptide sequences suitable for 
induction of tolerance. Secondly, the induction of oral tolerance to antigens is dose 
dependent and insufficient oral antigen may prime gut lymphocytes and cause the opposite 
and undesired effect of sensitisation. ... Thirdly, the nature of the peptide itself may cause 
increased rather than reduced immune responsiveness." See Specification, at 2, lines 16-28. 
It is advantageous to use whole antigen proteins to induce oral tolerance, as there is a greater 
array of potentially tolerance-inducing peptides presented to the immune system. However, 
when complex antigens such as MHC proteins or other transplantation antigens are used as 
intact proteins, it is difficult to obtain these proteins in sufficient quantities by prior art 
methods such as in vitro synthesis. See Specification, at 2, lines 29-35. 

The presently claimed invention overcomes at least the above-referenced drawbacks 
by expressing appropriate mammalian antigens, for example transplantation antigens or 
autoantigens, in plants. These plants, or materials derived from these plants, are administered 
to a mammal to produce oral tolerance to the expressed mammalian antigens in order to 
control or suppress the immune system. See Specification, at 3, lines 1-8. The presently 
claimed invention "provides for producing immune-response provoking proteins or 
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polypeptides in quantities suitable for the induction of oral tolerance in mammals, including 
humans, by transforming plants to produce the desired proteins or polypeptides or 
immunosuppressive, tolerance inducing fragments or derivatives of these proteins or 
polypeptides." See Specification, at 7, lines 2-8. 

A, Claim Rejections Under 35 U.S.C. §112, First Paragraph, Enablement 
Claims 52, 59-61, 63, 69-91, 95, and . . . 102 stand rejected under 35 U.S.C. 1 12, first 
paragraph, as allegedly containing subject matter which was not described in the specification 
in such a way as to enable one skilled in the art to which it pertains, or with which it is most 
nearly connected, to make and/or use the invention." See Office Action dated April 14, 
2009, at 2. 

The first paragraph of 35 U.S.C. § 112 requires that the specification enable any 
person skilled in the art to which it pertains to make and use the claimed invention without 
"undue experimentation." See In re Wands, 858 F.2d 731, 737, 8 USPQ2d 1400, 1404 
(Fed.Cir. 1988). That some experimentation may be required is not fatal; the issue is whether 
the amount of experimentation required is "undue." Id. at 736-37, 8 USPQ2d at 1404. The 
Examiner bears the burden of establishing a prima facie case by presenting evidence and 
explanation which would lead a person of ordinary skill to doubt the enablement of the 
claimed invention. 

When rejecting a claim under the enablement requirement of section 1 12, the 
PTO bears an initial burden of setting forth a reasonable explanation as to why 
it believes that the scope of protection provided by that claim is not adequately 
enabled by the description of the invention provided in the specification of the 
application; this includes, of course, providing sufficient reasons for doubting 
any assertions in the specification as to the scope of enablement. 

In re Wright, 27 USPQ2d 1510 (Fed. Cir. 1993) 

[A] specification disclosure which contains a teaching of the manner and 
process of making and using the invention in terms which correspond in scope 
to those used in describing and defining the subject matter sought to be 
patented must be taken as in compliance with the enabling requirement of the 
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first paragraph of Section 1 12 unless there is reason to doubt the objective 
truth of the statements contained therein which must be relied on for enabling 
support. 

In re Marzocchi, 439 F.2d 220, 223, 169 USPQ 367, 369 (CCPA 1971). 

The Examiner has asserted that the specification does not provide a demonstration of 
oral induction of tolerance. Office Action dated April 14, 2009, at 6. Examples are not 
required to satisfy section 112, first paragraph. In re Strahilevitz, 212 USPQ 561 (C.C.P.A. 
19$2)(citing, e.g., In re Stephens, 529 F.2d 1343, 188 USPQ 659 (CCPA 1976); In re 
Borkowski, 57 CCPA 946, 422 F.2d 904, 164 USPQ 642 (1970); In re Gay, 50 CCPA 725, 
309 F.2d 769, 135 USPQ 311 (1962)). Thus, the court held that the examiner's statement that 
the "nearly universal applicability" alleged for the invention necessitated numerous examples 
was erroneous. Id. Of particular relevance to the issues at hand, the court held that although 
the invention is applicable to a large variety of haptens and antigens, the examiner offered no 
reason why these different compounds would require different techniques or process 
parameters. Id. As explained in detail below, the evidence of record has demonstrated the 
fact of the phenomena underlying the invention. 

The Examiner's allegations of non-enablement are based upon un- scientific evidence 
such as a business newsletter, publications which provide explanations and/or results that are 
actually contrary to the Examiner's position, and publications that are not related to the 
methods at issue in this case. 

By contrast, Applicants have provided reasoned refutation of the Examiner's 
contentions which can be found in the references cited by the Examiner and experimental 
evidence of enablement provided in declarations of the inventor. 
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1. Claims 52, 59-61, 63, 69-91, 95, And 102 Are Patentable Under The 
Enablement Requirement Of 35 U.S.C. § 112, First Paragraph 

The Examiner has alleged that the disclosure of the instant specification is insufficient 
to enable one skilled in the art to practice the invention as claimed without undue 
experimentation. See Office Action dated April 14, 2009, at 2, the final paragraph. 
Applicants disagree with the Examiner for at least the reasons set out below. 

The Examiner has asserted that the claims of the present application are intended 
solely for use in humans with respect to transplantation antigens as only humans undergo 
transplantation and based conclusions of non-enablement on this proposition. See Office 
Action dated April 14, 2009, at 3. Applicants respectfully disagree with the Examiner's 
interpretation of the claims, since the antigens of the presently claimed invention include both 
transplantation antigens and autoantigens. Moreover, transplantation may be conducted in 
any mammal as desired and is not simply limited to humans. Transplantation in veterinary 
medicine is becoming more commonplace. Indeed, the technology has been licensed to Dow 
AgroSciences for applications in companion animals. See Exhibit 1. Thus, there is no basis 
for the Examiner's claim construction. 

Moreover, the Examiner has not demonstrated good reason to believe that use of the 
claimed invention to improve tolerance in transplant patients would require undue 
experimentation . 

The Examiner has further alleged that, as of 1994, there were no methods available 
for inducing oral tolerance to a transplantation antigen in a human. See Office Action 
dated April 14, 2009, at 3. The statement is true as regards the claimed invention, as the 
present application discloses for the first time a method for suppressing or reducing the 
immune response of a mammal by administering a plant tissue or plant tissue extract as 
claimed. However, the Examiner's contention is contrary to the prior determination of the 
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Office. The United States Patent and Trademark Office has previously determined that a 
method for suppressing the immune response of a recipient mammal to non-self tissue from a 
donor mammal comprising: orally or enterally administering to said recipient mammal an 
agent in an amount effective for suppressing said immune response, said agent comprising a 
MHC antigen or a peptide fragment of a MHC antigen said MHC antigen being from the 
donor of said non-self tissue or syngeneic to the donor of said nonself tissue was enabled 
based on a disclosure filed in 1990. See U.S. Patent No. 5,788,968 (Exhibit 22), 
corresponding to WO 92/07581 ("Weiner et al." attached hereto as Exhibit 21). 

The Examiner has also alleged that, some 15 years later, "therapeutic tolerance has 
not been reproducibly demonstrated to be inducible in humans". The Examiner's contention 
is contradicted by his own acknowledgment of at least two examples that demonstrate 
therapeutic tolerance. Specifically, the Examiner acknowledges " the possible exception of 
some allergy and Rh antigens " (emphasis added). See Office Action dated April 14, 
2009, at 3, first paragraph. Thus, by his own admission, there exist examples demonstrating 
that therapeutic applications of the claimed methods do exist. As was the case in the 
Strahilevitz case, the Examiner has failed to provide evidence that any other antigens require 
different treatment or undue experimentation, and thus the rejection must fail. See In re 
Strahilevitz, 212 USPQ 561 (C.C.P.A. 1982). 

However, even if the Examiner might be considered to have made out a prima facie 
case. Applicants have provided evidence of experiments conducted in accordance with the 
teachings of the specification which demonstrate that transgenic plants expressing 
autoantigens induced oral immune tolerance when fed to mice. Evidence of these 
experiments was presented in declarations submitted by Dr. Jevnikar, an inventor of the 
claimed invention, in the parent application and again in the present application in the 
response dated July 12, 2004. A further declaration was submitted by Dr. Jevnikar in the 
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response dated February 8, 2005. Exhibits 2, 3 and 4 attached hereto, hereafter referred to as 
the "1999 Jevnikar Declaration", the "2000 Jevnikar Declaration", and the "2005 Jevnikar 
Declaration", respectively. 

The 1999 Jevnikar Declaration, states that the inventors of the present application 
"have found that plant material obtained from a transgenic plant expressing a mammalian 
autoantigen can be used to produce oral tolerance". Exhibit 2, at H 13-16. This finding of 
the present inventors was further described in Ma et al., Nature Medicine, 1997, v. 3, p. 793- 
796 (Exhibit 5 attached hereto). In the 1999 Jevnikar Declaration, further data was provided, 
indicating that "plant material containing plant-expressed transgenic GAD gave enhanced T 
cell activation, which is a pre-requisite step in the induction of immune tolerance, including 
oral tolerance". It is also detailed by Dr. Jevnikar that "oral administration of plant material 
obtained from a transgenic plant expressing a mammalian transplantation antigen or 
autoantigen results in administration of not only of the recombinant antigen but also of 
additional plant components which may assist in the induction of oral immune tolerance. For 
example, plant lectins are bound to nucleated cells of the gut and lectins are known to arrive 
intact in the small intestine, where there are lymphoid cells involved in the induction of oral 
tolerance". 

The 2000 Jevnikar Declaration provided further clarifying comments and even more 
data supporting the enablement of the presently claimed invention. This data shows that 
"there is an unexpected synergistic enhancement of T cell activation when GAD-reactive T 
cells are primed with plant material containing expressed GAD". Exhibit 3, at % 15. 

As was detailed in the 2005 Jevnikar Declaration, the animal data which has been 
provided in the present application would be understood by those of skilled in the art to 
support the use of the claimed methods and compositions in humans. Exhibit 4, at \ 7. 
Additionally, the experiments described in the 1999 and 2000 Jevnikar Declarations, which 
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demonstrate favourable and beneficial results in mice, involve a credible in vivo model that 
correlates with humans and is often used by those of skill in the art. Exhibit 4, at \ 6. 

The Examiner appears to have disregarded the evidence presented in the Jevnikar 
Declarations and has argued that "a review of the instant specification shows no induction of 
tolerance" as the present application does not provide any in vivo or in vitro data. See Office 
Action dated April 14, 2009, at 5-6. Applicants submit that it is well recognized by the 
Federal Circuit that in vivo testing is not necessary to satisfy the requirements of § 1 12, first 
paragraph, as this confuses the requirements under the law for obtaining a patent with the 
requirements for obtaining government (FDA) approval to market a particular drug for 
human consumption. In re Brana, 34 USPQ2d 1436 (Fed. Cir. 1995). The evidence 
described above presented in the declarations of Dr. Jevnikar regarding experiments that have 
been conducted clearly demonstrating that transgenic plants expressing autoantigens induced 
an oral immune response when fed to mice, as is presently claimed, cannot be ignored. 

Having ignored the evidence presented by applicants, the Examiner has alleged that 

the presently claimed invention is not enabled because "attempts to induce tolerance in 

humans have been completely unsuccessful in multiple different documented instances". See 

Office Action dated April 14, 2009, at 3. The Examiner has cited several references in the 

Office Action, each of which is discussed in detail below. 

2. The References Cited in the Record of the Application Do Not 
Support the Rejection 

Notably, none of the references referred to by the Examiner administer antigen in the 
form of transgenic plant tissue or transgenic plant tissue extracts, as is presently claimed. As 
discussed above, this means that none of the cited references used the synergistic 
combination of plant material and antigen to induce oral tolerance in animals or humans, as is 
presently claimed. For at least this reason, none of these references can be taken as evidence 
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that the presently claimed invention is unpredictable or not enabled. Moreover, reading of 
the references beyond the passages cited by the Examiner demonstrates that the Examiner 
appears to have improperly picked and chosen specific facts and quotes from these references 
that do not represent their overall teachings. Indeed, a detailed and careful reading of these 
references supports, rather than refutes, the enablement of the presently claimed invention. 

(a) Marketletter, 1999 

The Marketletter reference (attached hereto as Exhibit 6) is a business newsletter, not 
a scientific publication. As this is not a scientific publication and is thus not peer-reviewed, it 
cannot be considered to be a reliable scientific document. A person of ordinary skill in the art 
would not consider such a reference, which discusses business markets in order to help 
people decide where to invest their money, as a scientific document that can refute the 
enablement of a claimed invention. 

Furthermore, this newsletter read as a whole does not support a conclusion that 
attempts to induce oral tolerance in humans were a "complete failure" or were "completely 
unsuccessful" as the Examiner alleges. See Office Action dated April 14, 2009, at 3. 
Instead, the newsletter states that "Colloral was found to be safe" and "that 'substantial 
improvements' from baseline were observed" in each of the measured endpoints. 
Marketletter, at \ 3. Unfortunately, a high response in the placebo group masked this 
positive outcome and statistical significance was not reached. Despite the lack of statistical 
significance, Colloral must have had some positive outcomes as the owners were still 
"considering switching the focus of Colloral to a nutraceutical product". See Marketletter 
6, at \ 3. Indeed, the owner stated that "it still firmly believes in its technology" and that 
"both basic and clinical research focused on enhancing the biological effect of [mucosal 
tolerance therapy] in patients will continue". See Marketletter, at \ 10. 
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Contrary to the allegations of the Examiner, this reference does not describe the 
complete failure of an attempt to induce oral tolerance in humans but, rather, a marginal 
success that was not immediately further pursued due to financial concerns. In contrast to the 
Examiner's allegation, this reference actually supports Applicant's position that the presently 
claimed invention is enabled. 

(b) Pozzilli et aL, 2000 

The Examiner has cited Pozzolli et al. (attached hereto as Exhibit 7) alleging that the 
trial described in this reference was a failure and that "both the treated and control subjects 
showed similar temporary improvement." Applicants again disagree with the Examiner. The 
results of the trial described by Pozzolli et al. did not achieve statistical significance. 
However, Pozzolli et al. gave explanations for why statistical significance may not have been 
achieved that do not implicate failure of the treatment. For example, the dose of oral insulin 
used may have been too low, no adjuvant had been used, and the level of beta cell mass may 
have already been too low at the time the trial began for the treatment to have any meaningful 
effects. See Pozzolli et al., page 1003, col. 2 to page 1004, col. 1. In any event, a lack of 
statistical significance does not mean that the trial of Pozzolli et al. was a "failure" or that the 
presently claimed invention is not enabled. In fact, a critical review of the data indicates a 
trend towards the induction of tolerance in humans by oral administration of antigen. 

In particular, Figure 2 shows the level of insulin antibodies found in patients treated 
with oral insulin (grey bars) versus those treated with placebo (white bars). At each 
timepoint tested, i.e., 3, 6, and 12 months, the mean amount of insulin antibodies was lower 
in patients treated with oral insulin than in those treated with placebo. At the 12 month 
timepoint, patients treated with placebo had approximately 240 units of insulin antibodies, 
whereas patients treated with oral insulin had approximately 80 units of insulin antibodies. 
This is a reduction in mean insulin levels of 67% following treatment with orally 
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administered antigen. Although there was a great deal of variability amongst the patients, 
making statistical conclusions difficult, this mean reduction is evidence of a trend towards the 
induction of oral tolerance. Accordingly, this reference, like the Marketletter reference, 
supports Applicant's position that the presently claimed invention is enabled. 

(c) Skylar et al., 2005 

The Examiner states that Skylar et al. (attached hereto as Exhibit 8) "reported another 
failure in one of the largest placebo-controlled tolerance trials ever performed in humans (the 
administration of insulin for the prevention of type I diabetes)". However, Applicants submit 
that what the Examiner concludes is a failure is not the conclusion that was reached by the 
authors of the reference. In fact, Skylar et al. state that, although the results were not 
statistically significant, one specific group of human patients "showed a beneficial effect of 
oral insulin". See page 1073, col. 3, paragraph 2 of Skylar et al. This data was so promising 
that the authors state that the successor study group "is contemplating a confirmatory study to 
explore the potential role of oral insulin in delaying or preventing type I diabetes in relatives 
found to be at risk for diabetes with IAA levels similar to those in the DPT-1 subgroup". See 
Skylar et al. at, 1073-74. Contrary to the Examiner's contention, this study was not a 
"failure." The authors conclude that "inclusion of subjects with variable and lower risk of 
diabetes. . .may have masked a treatment effect", making it difficult to reach statistical 
significance. However, as was noted above, a beneficial effect of orally administered antigen 
was observed in at least one specific cohort of patients. Accordingly, this reference supports 
Applicant's position that the presently claimed invention is enabled. 

(d) Dong et aL, 1999 

Dong et al. (attached hereto as Exhibit 9) is a review article that discusses 
transplantation tolerance in general terms. The induction of oral tolerance is listed amongst 
many "Novel Clinical Strategies" for achieving transplantation tolerance. Specifically, at 
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page 186, col. 1, paragraph 1, Dong et al. state that "In vivo studies have demonstrated 
reduced delayed-type hypersensitivity responses to a mixture of polymorphic class II MHC 
allopeptides in peptide immunized rats with oral administration of the peptide mixture prior 
to immunization. ... Whether tolerizing to MHC peptides, by oral administration for 
example, will have an impact on delaying progression of chronic rejection remains to be 
seen". As noted by the Examiner, Dong et al. speculate that, in transplant patients, it is 
difficult to assay for true tolerance because withdrawal of immunosuppressive agents would 
compromise patients in which tolerance has not occurred. However, this does not mean that 
the presently claimed invention lacks enablement. Rather, this simply describes an ethical 
concern when one is faced with testing a novel therapy that would require stopping a 
clinically accepted therapy. Dong et al. provide no evidence that the presently claimed 
invention is not enabled. 

(e) WO 02/053092 
WO 02/053092 (attached hereto as Exhibit 10) discloses a method of inducing 
immune tolerance to plaque associated molecules such as LDL, beta-2-GPI, and HSP in 
humans. The Examiner refers to page 23 of the '092 application, asserting that the inventors 
concluded that "oral and mucosal tolerance cannot be deduced from antigenic activity in 
conventional immunization, or even in vitro results, and must result from extensive empirical 
experimentation". Applicants submit that the Examiner has taken this quote out of context 
and has considered it in a vacuum. In actual fact, this quote was made with respect to a 
summarized description of the prior art and has nothing to do with the enablement of the 
presently claimed invention. Moreover, the '092 application states that "oral and mucosal 
tolerance for the suppression and prevention of inflammatory conditions is well known in the 
art". WO 02/053092 at, 22, lines 25-27. Ultimately, this application shows that immune 
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tolerance can be accomplished. Accordingly, this reference supports Applicant's position 
that the presently claimed invention is enabled. 

(f) Goodnow, 2001 

Goodnow, 2001 (attached hereto as Exhibit 1 1) is a review article that provides an 
overview of self-tolerance pathways and is not a description of a specific experiment that is 
designed to induce tolerance. The Examiner has quoted a sentence from the abstract of this 
reference, which states that "Obtaining the desired response with these strategies is 
unpredictable because many of these signals have both tolerogenic and immunogenic roles". 
The Examiner has unilaterally inferred that "the desired response" is "tolerance", that "these 
strategies" are "tolerance induction", and that "these signals" are "tolerogenic signals". 
Respectfully, this is incorrect. When taken in the context of the remainder of the abstract, it 
is clear that the unpredictability described by Goodnow refers to the use and mechanism of 
action of corticosteroids and other new experimental therapies. The induction of oral 
tolerance, as is presently claimed, is not mentioned in the abstract. Moreover, the use of plant 
tissue and/or extracts for administration of antigen, as is presently claimed, is not mentioned 
once in this entire reference. 

The Examiner has specifically referred to page 2120, col. 2, paragraph 3 of Goodnow, 
stating that Goodnow teaches that "while the induction of oral tolerance might be considered 
'an attractive notion', the method has failed in humans because of the lack of understanding 
of the mechanisms involved". See Office Action dated April 14, 2009, at 4. However, 
Goodnow' s teachings are much more positive than the Examiner's summary would imply. 
Goodnow, in fact, states that "In animal models, delivering low amounts of antigen by the 
mucosal route, either ingested or nasally, can act as a potent tolerogen". Goodnow concedes 
that "The first clinical trial of oral tolerance was unsuccessful", however, Goodnow does not 
indicate that he would expect all clinical trials to fail nor does Goodnow indicate that the 
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presently claimed invention, using plant tissues and/or extracts for oral or enteral 
administration of antigen, would fail. Instead, he states that there is a "need to understand 
better the mechanisms involved and to develop ways to achieve more reliable linkage 
between tolerogenic antigen and suitable tolerogenic stimuli". Goodnow also teaches, at 
page 2118, col. 1, paragraph 2, that "Clinical trials are underway aimed at preventing type 1 
diabetes or ameliorating multiple sclerosis by inducing oral tolerance to pro-insulin or myelin 
basic protein". Clearly, Goodnow supports the general proposition that the induction of oral 
tolerance is achievable. Perhaps more importantly, Goodnow neither provides nor cites any 
empirical data that convincingly refutes that the induction of oral tolerance by administration 
of antigen orally or enterally by ingestion of plant material, as is presently claimed, is 
achievable. 

(g) Kraus and Mayer, 2005 

Kraus and Mayer, 2005 (attached hereto as Exhibit 12) is a review article discussing 
oral tolerance induction in patients with Crohn's disease, ulcerative colitis, or inflammatory 
bowel disease (IBD). The Examiner states that this reference teaches that there is "a genetic 
component wherein many IBD patients and their family members appear to be incapable of 
becoming tolerant to oral antigens because they lack the ability to generate the required T 
regulatory cells". The Examiner then speculates that, "If confirmed, this would mean that no 
tolerance induction regime could work in these patients". See Office Action dated April 
14, 2009, at 5. However, the Examiner's speculation is completely contrary to the whole of 
the teachings of Kraus and Mayer. Indeed, at page 694, col. 1, paragraph 2, Kraus and Mayer 
stated that "all the normal control subjects tolerized" although several of the Crohn's disease 
and ulcerative colitis subjects did not. However, even though many of these subjects did not 
tolerize, some certainly did. This clearly indicates that it is possible to induce oral tolerance 
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in this cohort of subjects. Moreover, the standard of enablement does not require 100 % 
efficacy for 100 % of subjects. Such results are rarely if ever achieved 

Kraus and Mayer also report that further studies have been even more successful. In 
the paragraph bridging cols. 1 and 2 of page 694, Kraus and Mayer state that "after a 16-week 
treatment of three feedings a week, a median decrease in the CDAI of 129 [from initial scores 
of between 200 and 350] after 14 weeks was observed". These are positive results indicating 
that the induction of oral tolerance can be achieved in patients with Crohn's disease. In fact, 
Kraus and Mayer report that these results were so positive that "further multicenter trials are 
pending from this company". 

Kraus and Mayer discuss the differences between the induction of oral tolerance in 
animal models and in human subjects and state that "although the phenomenon of oral 
tolerance might be shared between species, the mechanisms of oral tolerance seem to differ". 
See Exhibit 12, at 694, col. 1,^1. This statement was made in reference to differences in B 
cell responses in mice and humans. Kraus and Mayer teach that oral tolerance can be 
achieved in both humans and mice and that certain B cell responses may differ between these 
species. Additionally, Kraus and Mayer state that the reasons why oral tolerance therapy has 
not been as successful in humans as it has been in mice are unclear. However, Kraus and 
Mayer speculate that "it is possible that the oral tolerance response in humans, using the 
doses and feeding schedule use in the trials, is not optimal. The optimal oral tolerance 
response in humans has not yet been fully explored". This reference does not mention 
administering antigen together with plant material, as is presently claimed. As discussed 
above and in the 1999 and 2000 Jevnikar Declarations, this co-administration results in a 
synergistic effect with respect to tolerance. Thus, this reference does not support the 
Examiner's argument that the induction of oral tolerance in humans cannot be achieved. 
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Rather, as discussed above this reference supports the contention that oral tolerance can be 
induced in humans. 

(h) Bell et al., 2008 

Bell et al. 2008 (attached hereto as Exhibit 13) is directed to the induction of tolerance 
in mice by administration of antigen intraperitoneally, i.e., parenterally . See Exhibit 13, at 
1509, col. 2, paragraph 1: "the treatments were given on days 13, 17, 21 postdisease 
induction by i.p. injection". The teachings of this reference are thus completely irrelevant to 
the presently claimed invention, wherein antigen is administered orally or enterally. Thus, 
this reference does not support the Examiner's contention that the presently claimed 
invention is inherently inoperative. 

(i) Husby et aL, 1994 

Husby et al. 1994 (attached hereto as Exhibit 14) reports a successful trial of oral 
tolerance induction in human patients. The Examiner acknowledges that "the reference 
teaches the reduction of in vitro T cell proliferation and delayed skin test responses to KLH". 
See Office Action dated April 14, 2009, at 6. However, the Examiner argues that "no 
reduction in B cell responses was observed". In view of this, the Examiner alleges that "the 
reference cannot enable the broad methods and compositions of the instant claims that recite 
the suppressing or reducing of any type of immune response". Applicants disagree with the 
Examiner's conclusion. As noted above, "suppressing or reducing the immune response of a 
mammal to an antigen", as is presently claimed, means that the mammal's tolerance to that 
antigen is increased. 

Contrary to the Examiner's implication, the study of Husby et al. demonstrates 
induction of tolerance. In as much as there were delayed skin test responses by the patients to 
KLH, the antigen used in Husby et al.'s study, clearly tolerance to that antigen was increased. 
How that result is achieved, i.e., through T cell or B cell responses, is completely irrelevant. 
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The fact is that this reference teaches that oral tolerance can be achieved. Indeed, as was 
stated in Husby et al., at page 4667, col. 1, paragraph 1, "The present study demonstrates that 
oral tolerance can be induced in humans". 

The conclusion of Husby et al., a group of scientists skilled in the art is in fact 
contrary to the assertions of the Examiner. In fact, this reference supports the position that 
the presently claimed invention is fully enabled. 

(j) Moldoveanu et al., 2004 

Moldeveanu et al. 2004 (attached hereto as Exhibit 15) is a study of antigen feeding in 
a small cohort of patients that had a pre-existing immune system condition. The Examiner 
has pointed to the final sentence of the abstract, which states that "some form of 
immunomodulation greater than that provided by oral administration of antigen alone is 
required in humans for suppression of an existing immune response". See OFFICE Action 
dated April 14, 2009, at 7. 

However, the presently claimed invention is not directed to the administration of 
antigen alone, as was done in Moldoveanu et al. Instead, the presently claimed invention is 
directed to the administration of antigen together with plant tissue or plant tissue extracts, 
which has been shown to provide a synergistic inducement of oral tolerance. See the 1999 
and 2000 Jevnikar Declarations. Thus, Moldoveanu et al.'s single reporting of an 
unsuccessful trial that administered antigen in a completely different manner from that which 
is presently claimed cannot be said to support the Examiner's position that the presently 
claimed invention is not enabled. 

In fact, contrary to the Examiner's position, Moldoveanu et al. concluded that "the 
effective use of oral tolerance to treat human disease will require adjuvants and delivery 
systems, just as is required for oral immunization". See Exhibit 15, at 308, paragraph 3. 
Such adjuvant delivery systems are inherent in the presently claimed invention, which is 
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administered in the form of plant tissues or plant tissue extracts. Thus, Moldoveanu et al. 
again confirms that the presently claimed invention is enabled. 

(k) McKown et al., 2000 

McKown et al. 2000 (attached as Exhibit 16) teaches the induction of immune 
tolerance in humans by oral administration of bovine type I collagen. The Examiner has 
acknowledged that "the reference provides encouraging preliminary data indicating the oral 
administration of type I collage (CI) might be useful for treating systemic sclerosis (SSc)". 
See Office Action dated April 14, 2009, at 7. The Examiner then somehow dismisses the 
findings of this reference as "having not risen past the level of idea". Id. Applicants 
respectfully disagree. McKown et al. teach that "[t]aken together, these data indicate that 
oral tolerance to CI was effected by this treatment regimen". See Exhibit 16, at 1059, col. 2, 
f 1. In this same paragraph, the authors described the reduction of serum levels of sIL-2R 
"after induction of oral tolerance to CI", which further confirms the conclusion that the 
authors themselves believe that the treatment induced oral tolerance. Thus, a reading of the 
whole of this reference shows that oral tolerance was achieved. 

The Examiner further points to the reduction in IL-10 identified in this study. The 
Examiner refers to this reduction as "unexplainable". Applicants respectfully submit that the 
Examiner is incorrect. The authors provide various explanations as to why IL-10 may have 
been reduced in this study. See Exhibit 16, 1059, col. 2, <J[ 1. The Examiner has also pointed 
to broad statements in the final paragraph of the reference that refer to future trials. The fact 
that additional study is desirable is in the nature of scientific endeavour. The desire to 
improve the methods does not refute the teachings of the remainder of this reference in which 
the authors concluded that oral tolerance was achieved. Again, McKown et al. 2000 actually 
supports a finding of enablement of the presently claimed invention. 
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(1) McKown et al., 1999 

McKown et al. 1999 (attached as Exhibit 17) reports a study wherein patients with 
rheumatoid arthritis (RA) were fed bovine type II collagen (CII). These patients did not 
exhibit oral tolerance following treatment. The authors concluded that this was likely 
because the patients were being concomitantly treated with a range of drugs, including 
disease-modifying antirheumatic drugs (DMARDs), non-steroidal anti-inflammatory drugs 
(NSAIDs), and prednisone, which the authors recognized as compounds that suppress 
immune response. 

Thus, contrary to the Examiner's implication that the study shows a failure, authors 
themselves noted that previous "studies by Trentham et al. and Barnett et al. showed 
significant improvement in arthritis" and that "the major difference between the design of the 
present study and the 3 earlier trials is that DMARDs, which were taken by 85% of the 
patients in our study, were not discontinued". See Exhibit 17, at 1207, col. 1, last paragraph, 
to col. 2, first full paragraph. 

The authors also reasoned that the dose used in their study may have been too low and 
that "NSAIDs and prednisone used to treat RA, and which have been allowed to be continued 
during each of the CII trials reported to date, may interfere with the induction of oral 
tolerance." See Exhibit 17, at <][ bridging pp. 1207-08. Noting further that "[i]t has been 
previously shown in different animal models that NSAIDs abrogate peripheral and oral 
tolerance induction." Id. Thus, the explanations of the authors are consistent with an 
understanding in the art that oral tolerance is a phenomenon that is to be expected and that its 
absence is an anomaly to be explained. 

Moreover, as has been noted above in respect to other references cited by the 
Examiner, the antigen used by McKown et al. was not administered in the manner that is 
presently claimed, using plant tissue or plant tissue extract. Instead, the antigen was 



Appeal Brief 
Application No. 10/005,073 
Attorney Docket No. 1 0249 1 6-0000 1 1 

Page 27 

administered alone. Thus, even if the Examiner's contentions with regard to McKown et al. 
1999 were true, such a result would not be evidence that that the presently claimed invention 
is not enabled in view of the teachings of this reference. 

(m) Carbone et al., 2004 
Carbone et al., 2004 (attached hereto as Exhibit 18) is a letter to the editor of the 
journal "Arthritis and Rheumatism", reporting on a study using lower doses than those used 
in the McKown et al., 2000 reference discussed above. Notably, in the first paragraph, the 
authors refer to the success of this previous study in inducing oral tolerance to type I collagen 
(CI) in humans. In the second paragraph, Carbone et al. state "in our previous study of oral 
CI administration to patients SSc, we used high doses of collagen (500 Lxg/day) and did not 
explore the effects of lower-dose regimens. The purpose of the present study was to 
determine whether lower doses of oral CI (10 Lxg/day and 100 Lxg/day) would induce immune 
tolerance to CI in patients with SSc". Perhaps not surprisingly, the authors found that such 
low doses of CI used over a relatively short period of only 5 months, had little effect on the 
patients' immune systems. However, Carbone et al. state that "with the 100 jag/day dosage of 
CI, we did note increased in vitro production of IFNy. ... Increased IFNy production by 
peripheral lymphoid cells cultured with tolerizing antigen has been associated with induction 
of tolerance to some orally administered antigens in humans and mice". See page 2714, col. 
2, last paragraph of Carbone et al. Therefore, the Examiner's comment on page 7 of the 
Office Action that "the oral administration of CI had no effect on SSc patients" is completely 
unfounded. 

Moreover, the Examiner's allegation that the authors were "simply employing 
methods of trial-and-error (unsuccessfully)" is incorrect. The authors were systematically 
testing various dosages and found that the high dose of 500 Lxg/day was the most successful, 
followed by the dose of 100 (ig/day. It is predictable, and indeed taught in the present 
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application, that higher doses of antigen would be expected to yield better results than low 
doses of the same antigen. See Specification at 2, lines 21-26. Experimentation to 
determine appropriate dosing is neither undue nor is it an indicator of the alleged 
"unpredictability" of the claimed methods. Rather, it is a reasoned approach to determine the 
efficacy of lower concentrations of collagen I and, in so doing, to improve the technology. 
Experiments seeking to improve a technology cannot be held to show that the technology is 
not enabled. 

(n) Womer et aL, 2008 

Womer et aL, 2008 (attached hereto as Exhibit 19) reported 

We demonstrate complete suppression of baseline indirect alloreactivity in 
patients with chronic renal allograft dysfunction following the oral feeding 
of. . .donor major histocompatibility complex (MHC) class II peptides. . . . Our 
results indicate that oral feeding of low dose donor MHC peptide may 
represent a safe and effective therapy to suppress indirect alloreactivity in 
renal transplant recipients with chronic allograft dysfunction and warrants 
further clinical investigation. 

See the abstract. The Examiner has completely discounted the findings of this reference 
alleging that there were too few participants, the study did not last long enough, and that the 
results were transient. Thus, the Examiner appears to admit that, even though the study was 
short and only involved a few patients, transient oral tolerance was in fact achieved. This 
would support the enablement of the presently claimed invention, suggesting that a positive 
result was obtainable even after a short period of time and with a small sample size. This 
reference supports the Applicant's position that the presently claimed invention is enabled. 

(o) Ergun-Longmire et aL, 2004 

Ergun-Longmire et aL, 2004 (attached hereto as Exhibit 20) reports a study of the 
effects of oral insulin on the progression of type I diabetes. At page 9 of the Office Action, 
the Examiner quotes this reference, stating that "Disappointingly, there were no clinical 
benefits discernible from our oral insulin tolerance therapy as reflected in improved diabetes 
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control, lowered glycated haemoglobin levels, or reduced daily insulin dosage". The 
Examiner then concludes that this is an indication that "the method did not work". 

Applicants respectfully submit that the Examiner is in error. A full reading of this 
reference indicates that "among subjects 20 years of age and older, there was a statistically 
significant benefit of treatment with 1 mg oral insulin (T=.002), even after adjusting for 
baseline C-peptide values (P=.003; Fig. 3B). There was a smaller, yet statistically significant 
benefit (P=.01) from treatment with 10 mg oral insulin as well in this group". See page 273, 
paragraph 2). The authors conclude that "our study indicates that retention of endogenous 
insulin secretion after diagnosis of type 1 diabetes presenting after the pubertal years can be 
induced by the sustained, daily ingestion of oral insulin". See Exhibit 20, at 274, <J[ 1. In 
summary, the authors state that "ours is the first report to suggest a benefit from oral insulin 
tolerance therapy in newly diagnosed type 1 diabetic patients". See Exhibit 20, at 275, final 
% The Examiner's conclusion that "the method did not work" is unsupported by the actual 
results, which demonstrated induction of oral tolerance. The teachings of this reference, in 
fact, support the Applicant's position that the presently claimed invention is fully enabled. 
3. The Examiner's Unsupported Contentions are in Error 

The Examiner has further alleged as follows: 

And finally consider the simple fact that if all that was required to establish 
immune tolerance was the oral or enteral administration of antigen, then there 
would be no food allergies and no allergies to airborne allergens like dust 
mites and ragweed - everyone would be tolerant because of repeated 
environmental administration. 

See Office Action dated April 14, 2009, at 6, \ 2. This bald conclusory opinion is 
presented without any supporting scientific reference. 

The Examiner' s contention is contrary to scientific fact demonstrated throughout the 
references discussed above and in the declarations of Dr. Jevinikar submitted in this 
application. Indeed, all that is required to establish immune tolerance is the oral or enteral 
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administration of antigen. This is why most people are not allergic to the vast majority of the 
things that they eat and inhale each and every day. 

For example, consider Husby et al., 1994, discussed above, which clearly teaches that 
"oral tolerance may represent an important immunoregulatory process that limits immune 
response to innocuous food Ags [antigens]. Certainly, humans ingest food Ags daily in 
quantities that should result in tolerance, and a small fraction is know to be absorbed into the 
circulation". See Husby et al. at 4668, col. 2, last % 

Consider also McKown et al., 1999, also discussed above, in which the authors stated 
that "The GALT [gut-associated lymphoid tissue] is particularly adapted to preventing 
harmful immune responses to the myriad of dietary antigens ingested during a normal 
lifespan. This hyporesponsiveness to ingested antigens is produced by a phenomenon known 
as oral tolerance". See McKown et al., 1999, at 1204, col. 2, 1 1. 

The weight of the evidence is contrary to the Examiner's unsupported contentions. 
The present application teaches and the Jevnikar Declarations provide evidence that oral 
tolerance can be synergistically induced by administering such antigens together with 
transgenic plant material. Therefore, the Examiner's unsupported contention should be given 
no weight. "The Examiner should never make the determination based on personal opinion." 
M.P.E.P. § 2164.05 (emphasis in original). The determination should always be based on the 
weight of all the evidence. Id. 

4. The Enablement Rejection Should Be Reversed 

In summary, the fact of the phenomena that underlies and enables the claimed 
methods and products is never denied in any publication cited by the Examiner. At most, the 
cited documents demonstrate the results of experimentation in the effectiveness of particular 
varying treatment parameters. Even if experimentation to optimize treatment parameters may 
be complex, it does not necessarily make it undue, if the art typically engages in such 
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experimentation. See, e.g., In re Certain Limited-Charge Cell Culture Microcarriers, 221 
USPQ 1165, 1174 (Int'l Trade Comm'n 1983) off' d sub nom., Massachusetts Institute of 
Technology v. A.B. Fortia, 11 A F.2d 1 104, 227 USPQ 428 (Fed. Circ. 1985). See also, In re 
Wands, 858 F.2d at 737, 8 USPQ2d at 1404. The test of enablement is not whether any 
experimentation is necessary but, whether, if experimentation is necessary, it is undue. See 
In reAngstadu 537 F.2d 498, 504, 190 USPQ 214, 219 (CCPA 1976); M.P.E.P. § 2164.01. 
Moreover, the enablement requirement does not require that every variation of a method 
produce optimal results. 

Applicants have provided more than sufficient documentary and testimonial evidence 
to refute the allegations of the Examiner. Evidence provided by the Applicant need not be 
conclusive but merely convincing to one skilled in the art. M.P.E.P. § 2164.05. A 
declaration or affidavit is, itself, evidence that must be considered. Id. Dr. Jevnikar's 
submitted declarations are supported by evidence published in peer reviewed journals that 
oral tolerance has been achieved in humans. See, e.g., Husby et al., 1994 and McKown et al., 
2000, discussed in detail above. By contrast, none of the references cited by the Examiner 
administer antigen together with transgenic plant tissue, as is presently claimed. Therefore 
none of the Examiner' s purported evidence may be taken as conclusive with respect to the 
present invention. 

Applicants have provided references demonstrating that oral tolerance can be 
achieved in mammals. Applicants have demonstrated the expression of antigen in plants. 
Applicants have provided evidence of enablement in an art accepted animal model. 
Applicants have demonstrated that plant material containing expressed GAD, administered 
orally, suppresses or reduces the immune response of a mammal to the autoantigen GAD. 
This evidence should not be discounted by the Examiner. Even if, as the Examiner asserts, 
there have been reports of less than optimal results under some experimental protocols, it 
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cannot be reasonably disputed that oral tolerance has been achieved. The weight of the 
evidence as a whole leads to the conclusion that the pending claims have been demonstrated 
to be enabled. 

In view of at least the above and all the evidence submitted, including the three 

Jevnikar Declarations, the present application provides sufficient enablement so that one 

skilled in the art could make and/or use the claimed invention without undue 

experimentation. Thus, the rejection under 35 U.S.C. § 112, first paragraph, should be 

reversed and such action is respectfully requested. 

B. Rejection Under 35 U.S.C. § 112, First Paragraph, Written Description 

Claims 52, 59-61, 63, 69-76, 78-91, 95, and 102 stand rejected under 35 U.S.C. § 112, 

first paragraph, as allegedly containing subject matter which was not described in the 

specification in such a way as to reasonably convey to one skilled in relevant art that the 

inventor, at the time the application was filed, had possession of the claimed invention." See 

Office Action dated April 14, 2009, at 13. 

1. Claims 52, 59-61, 63, 69-76, 78-91, 95, And 102 Are Patentable 

Under The Written Description Requirement Of 35 U.S.C. § 112, 
First Paragraph 

The Examiner has alleged that "there is insufficient written description to show that 
Applicant was in possession of an "immunosuppressive fragment" of an antigen as is set forth 
in the claims". See Office Action dated April 14, 2009, at 13. Applicants disagree with 
the Examiner for at least the reasons set out below. 

To satisfy the written description requirement, a patent specification must describe the 
claimed invention in sufficient detail that one skilled in the art can reasonably conclude that 
the inventor had possession of the claimed invention. See, e.g., Moba, B.V. v. Diamond 
Automation, Inc., 325 F.3d 1306, 1319, 66 USPQ2d 1429, 1438 (Fed. Cir. 2003). An 
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"immunosuppressive fragment" as recited in the claims, is explicitly defined in the 
Specification. See Specification, at 7, lines 30-35. 

There is a strong presumption that an adequate written description of the claimed 
invention is present when the application is filed. In re Wertheim, 541 F.2d 257, 263, 191 
USPQ 90, 97 (CCPA 1976) ("we are of the opinion that the PTO has the initial burden of 
presenting evidence or reasons why persons skilled in the art would not recognize in the 
disclosure a description of the invention defined by the claims"). In this case, there is explicit 
disclosure in the specification of the element which the Examiner has alleged is not 
described. 

An "immunosuppressive fragment" is defined in the specification as "a portion of the 
amino acid sequence of the protein or polypeptide which is capable, on oral or enteral 
administration to a mammal, of inducing tolerance or suppressing the immune response of the 
mammal to the protein or polypeptide." See Specification, at 7, lines 30-35. The 
specification describes a representative variety of antigen proteins or polypeptide, for 
example, at page 9, lines 5-8, page 10, lines 3-9, page 10, lines 15-25, page 10, line 34 to 
page 11, line 11. The structures and sequences of such antigens would be known to those of 
skill in the art. A person of ordinary skill would understand that an immunosuppressive 
fragment is merely a fragment of such an antigen that contains a sufficient portion of the 
antigen to promote tolerance in accordance with the invention. 

Applicants submit that a person of ordinary skill in the art would readily understand 
from the disclosure that whole proteins or polypeptide antigens can be broken into fragments 
and that a fragment retaining a sufficient portion of the polypeptide to provide an immune 
suppression response by the methods of the present invention is an immune suppressive 
fragment. Persons of ordinary skill would understand from common sense that when a 
protein is fragmented below a reasonable size, there would be less expectation that the 
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fragment would produce the same immune suppressive effect as the whole antigen. Thus, a 
person of ordinary skill in the art would have no reason to doubt that the inventors were in 
possession of the claimed invention, including the use of fragments of the various antigens 
described in the specification, at the time the application was filed. 

2. The Reference Relied Upon By the Examiner Does Not Support 
the Rejection 

In support of this rejection, the Examiner has referred to Bell et al. (Exhibit 13), 
discussed above, and to the enablement rejection raised in the Office Action. The Examiner 
contends that Bell et al. shows that whether a fragment of an antigen is immune suppressive 
is unpredictable. However, the results of Bell et al. cannot be used to draw any conclusions 
regarding the present invention. As noted above, Bell et al. is the results of Bell at al. are 
irrelevant to the presently claimed invention because antigen was administered by injection in 
Bell et al. Therefore, the antigen of Bell et al. does not encounter the intestinal epithelium as 
it would in the presently claimed methods. As such, this reference cannot be relied upon as 
an indication of unpredictability in the methods and compositions of the present invention. 

3, The Written Description Rejection Should Be Reversed 

In view of at least the above the present application provides sufficient written 
description to show that Applicant was in possession of an "immunosuppressive fragment" of 
an antigen as is set forth in the claims. The Examiner's purported evidence is not effective 
Thus, withdrawal of the rejection under 35 U.S.C. § 1 12, first paragraph, is respectfully 
requested. 

C. Claim Rejections Under 35 U.S.C, §103 - Obviousness 

Claims 52, 59-61, 63, 69-76, 78-91, 95, and 102 stand rejected under 35 U.S.C. 
§ 103(a) as being unpatentable over WO 92/07581 ("Weiner et al." attached hereto as Exhibit 
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21) in view of U.S. 5,484,719 ("Lam et al." attached hereto as Exhibit 22). See Office 
Action dated April 14, 2009, at 9. 

The basic factual inquiries that must be made to determine obviousness or non- 
obviousness of patent application claims under 35 U.S.C. §103. are set forth in Graham v. 
John Deere Co., 383 U.S. 1, 17, (1966): 

Under § 103, the scope and content of the prior art are to be determined; 
differences between the prior art and the claims at issue are to be ascertained; 
the level of ordinary skill in the pertinent art resolved. Against this backdrop, 
the obviousness or non-obviousness of the subject matter is determined. 

Appellants respectfully submit that the factual inquiries set forth in Graham have not 
been considered or properly applied by the Examiner formulating the rejection of the pending 
claims. Particularly the differences between the claims and the prior art as a whole were not 
properly determined. See, e.g. In re Ochiai, 37 U.S.P.Q.2d 1127, 1131 (Fed. Cir. 
1995)("[t]he test of obviousness vel non is statutory. It requires that one compare the claim's 
subject matter as a whole with a prior art to which the subject matter pertains."). 

When rejecting claims under 35 U.S.C. §103, an Examiner bears an initial burden of 
presenting a prima facie case of obviousness. If an Examiner fails to establish a prima facie 
case, the rejection is improper and will be overturned. See: In re Rijckaert, 9 F.3d 1531, 
1532, 28 U.S.P.Q.2d. 1955 (Fed. Cir. 1993). "If examination.... does not produce a prima 
facie case of unpatentability, then without more the applicant is entitled to the grant of the 
patent." In re Oetiker, 977 F.2d 1443, 1445-46, 24 U.S.P.Q.2d. 1443, 1444 (Fed. Cir. 1992). 

Obviousness cannot be established by combining references without also providing 
objective evidence of the motivating force that would impel one skilled in the art to do what 
the patent applicant has done. See In re Lee, 61 U.S.P.Q.2d 1430, 277 F.3d 1338 (CAFC, 
2002); see also Ex Parte Levengood, 28 U.S.P.Q.2d 1300, 1302 (Bd. Pat. App. & Inter. 
1993)). Rejections on obviousness grounds cannot be sustained by mere conclusory 
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statements; instead, there must be some articulated reasoning with some rational 
underpinning to support the legal conclusion of obviousness. KSR International Co. v. 
Teleflexlnc, 82 USPQ2d 1385, 1396 (U.S. 2007). 

If a proposed modification would render the prior art invention being modified 
unsatisfactory for its intended purpose, then there would be no motivation to make the 
proposed modification. In re Gordon, 733 F.2d 900, 221 USPQ 1 125 (Fed. Cir. 1984). If the 
proposed modification or combination of the prior art would change the principle of 
operation of the prior art invention being modified, then the teachings of the references are 
not sufficient to render the claims prima facie obvious. In re Ratti, 270 F.2d 810, 123 USPQ 
349 (C.C.P.A. 1959). 

Appellants respectfully submit that the Examiner has not made a proper prima facie 
rejection under 35 U.S.C. § 103(a), because the combination of prior art references cited fails 
to teach or suggest the present invention as recited in the independent claims and because it 
would not be obvious to combine the cited references. Additionally, it is well established that 
"[i]f an independent claim is non-obvious under 35 U.S.C. 103, then any claim depending 
therefrom is non-obvious." In re Fine , 837 F.2d 1071, 1076, 5 USPQ2d 1596 (Fed. Cir. 
1988). 

1. Claims 52, 59-61, 63, 69-76, 78-91, 95, and 102 are patentable over 
WO 92/07581 in view of U.S. Patent No. 5,484,719. 

The cited references do not teach each and every element of the presently claimed 
invention. Weiner is directed to a method for suppressing the immune response of a recipient 
mammal to non-self tissue from a donor mammal comprising: orally or enterally 
administering to said recipient mammal an agent in an amount effective for suppressing said 
immune response. The difference between Wiener and the present invention is that Weiner 
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teaches administration of animal tissue or cells such as splenocytes, or direct administration 
of the antigen. See Weiner at 7, line 24 to 8, line 23. 

One difference between Weiner and the present invention is that nowhere in Weiner 
et al. is it suggested that oral administration of a transgenic plant is an alternative method of 
suppressing an immune response. 

Lam et al. is directed to a vaccine produced in edible transgenic plants and then 
administered through the consumption of a part of the plant. See, Lam et al. at col. 3, lines 
60-63. Persons of ordinary skill recognize that the purpose of a vaccine is the induction of an 
immune response. Lam et al. does not teach or suggest oral administration of transgenic 
plants for the suppression of an immune response. In fact, Lam et al. teaches that 
consumption of transgenic plant material from a plant expressing an antigen would produce 
the exact opposite effect desired in Weiner. 

Thus, if a person of ordinary skill in the art were to read Lam et al. after Weiner, such 
a person would not contemplate modifying Weiner to arrive at the present invention as the 
expectation would be of a negative result. 

The objectives of the two references are diametrically opposed and combining the 
references as proposed would change the principle of operation of Lam et al. Indeed, the 
objective of Lam et al. is the opposite of the objective of the present application. Lam et al. 
teaches that expression of antigens from viral, bacterial, or fungal antigens in a plant for a 
method of oral vaccination will have the effect of increasing the immune response to 
invading pathogens. In complete contrast, the present application is instead directed to the 
induction or oral tolerance with tolerogenic antigens with the object of suppressing the 
immune response, for example in situations of autoimmune disease or transplantation. 

For this reason, the proposed combination of the cited references is per se non- 
obvious under the law. The mere fact that references can be combined or modified does not 
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render the resultant combination obvious unless the results would have been predictable to 
one of ordinary skill in the art. KSR International Co. v. Teleflex Inc., 82 USPQ2d 1385, 
1396 (2007). In this case, the only reasonable prediction would be that modifying Weiner to 
use the transgenic plant techniques of Lam et al. would produce the opposite of the desired 
effect. If references taken in combination would produce a "seemingly inoperative device," 
such references teach away from the combination and thus cannot serve as predicates for a 
prima facie case of obviousness. McGinley v. Franklin Sports Inc., 60 USPQ2d 1001, 1010 
(Fed. Cir. 2001) {citing In re Sponnoble, 405 F.2d 578, 587, 160 USPQ 237, 244 (CCPA 
1969) (references teach away from combination if combination produces seemingly 
inoperative device)). Such a modification would render Weiner and Lam et al. both 
unsuitable for their intended purposes. It has long been recognized that if a proposed 
modification would render the prior art invention being modified unsatisfactory for its 
intended purpose, then there is no suggestion or motivation to make the proposed 
modification. In re Gordon, 733 F.2d 900, 221 USPQ 1125 (Fed. Cir. 1984). Moreover, as 
the principle of operation of Lam et al. and Weiner et al. are diametrically opposed, the 
combination of these references would necessarily require changing the mode of operation of 
Lam et al. It has long been recognized that if the proposed modification or combination of 
the prior art would change the principle of operation of the prior art invention being modified, 
then the teachings of the references are not sufficient to render the claims prima facie 
obvious. In re Ratti, 270 F.2d 810, 123 USPQ 349 (C.C.P.A. 1959). 

The Examiner has argued, notably without citing supporting evidence, that these are 
"two sides of the same coin" and that "some immunologists refer to the induction of tolerance 
as the induction of a suppressive immune response." See Office Action dated April 14, 
2009, at 10-11, bridging % Respectfully, this opinion of the Examiner is incorrect. The 
induction of tolerance, as presently claimed, is very different from the induction of an 
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immune response, as is taught by Lam et al. If a person is tolerant to a specific antigen, this 
means that they mount little to no immune response to that antigen. This would be very 
desirable if the person is suffering from an autoimmune disease or has recently had an organ 
transplant. Lam et al. in contrast teaches vaccination for the prevention of disease. This 
would be very desirable if the person was interested in protecting himself from potential 
pathogens such as those that cause the flu. It would be completely undesirable for a person to 
be immune tolerant to such pathogens. Such a person would be completely incapable of 
mounting an immune response to the pathogen against which he was immune tolerant. 

The Examiner has contended that one of ordinary skill in the art would believe that if 
viral, bacterial, and fungal antigens could be produced in a plant, then so could tolerogenic 
antigens. However, if the references were combined, the expected result could only be the 
opposite of the effect sought by the presently claimed invention. 

Moreover, Applicants have presented evidence of secondary indicia of non- 
obviousness. For example, Dr. Jevnikar has been recognized in the art for his novel 
contributions in the filed of immune research by the Kidney Foundation of Canada. See 
Exhibit 23. The Examiner discounts the recognition of Dr. Jevnikar' s contribution as not 
addressing the specific invention. Applicants respectfully point out that the report of the 
award specifically refers to Dr. Jevnikar' s "Novel expression and drug delivery systems for 
topical and oral delivery of proteins that modulate the body's immune response." This award 
is objective evidence of the recognition in the art of the novelty of Dr. Jevnikar' s 
contributions in the subject matter of the presently claimed invention. Moreover, as objective 
evidence of commercial success and of addressing a long felt but unmet need, Dow 
AgroSciences Canada, Inc. is developing the technology for use with companion animals. 
See Exhibit 1. The presently claimed technology clearly addresses a long-felt but unmet need 
for commercial development in the field. 
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2. The Obviousness Rejection Should be Reversed 

In view of at least the foregoing, Applicant respectfully submits that the Examiner has 

failed to establish a prima facie case of obviousness and the rejection of claims 52, 59-61, 63, 

69-76, 78-91, 95, and 102 is improper. The combination of Weiner et al. and Lam et al. fails 

to teach or suggest each and every feature recited in claims 52, 59-61, 63, 69-76, 78-91, 95, 

and 102. Moreover, the combination of Lam et al. with Weiner would not have been 

predicted to be successful and would have rendered the method of Lam et al. unsuitable for 

its intended purpose and would have been contrary to the principle of operation disclosed in 

Lam et al. Therefore, Applicant respectfully submits that claims 52, 59-61, 63, 69-76, 78-91, 

95, and 102 were improperly rejected under 35 U.S.C. § 103(a) and are patentable over the 

combination of Weiner et al. and Lam et al. 

D. Claim Rejections Under The Judicially Created Doctrine of Nonstatutory 
Double Patenting 

In the Office Action dated April 14, 2009, claims 52, 59, and 60 were rejected for 
allegedly overlapping with claims 17-20, 34, and 53 of U.S. Patent Application No. 
11/815,359 (published as US 2008-0253991 attached hereto as Exhibit 24; copy of currently 
pending claims in the '359 application attached as Exhibit 25). 

A nonstatutory obviousness-type double patenting rejection is appropriate where the 
conflicting claims are not identical, but at least one examined application claim is not 
patentably distinct from the reference claim(s) because the examined application claim is 
either anticipated by, or would have been obvious over, the reference claim(s). See, e.g., In re 
Berg, 140 F.3d 1428, 46 USPQ2d 1226 (Fed. Cir. 1998); In re Goodman, 11 F.3d 1046, 29 
USPQ2d 2010 (Fed. Cir. 1993); and In re Longi, 759 F.2d 887, 225 USPQ 645 (Fed. Cir. 
1985). A two-way test is to be applied when the applicant could not have filed the claims in a 
single application and there is administrative delay. M.P.E.P. § 804; In re Berg, 46 USPQ2d 
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1226 (Fed. Cir. 1998) (the two-way exception applies when the applicant could not avoid 

separate filings, and if the PTO controlled the rates of prosecution to cause the later filed 

species claims to issue before the claims for a genus in an earlier application). 

The rejection is necessarily provisional as the claims of the '359 application have not 

issued. The correct course of action in this case would be to allow the present claims to issue 

and then determine whether a double patenting rejection would be appropriate in the later 

filed application. M.P.E.P. § 804. 

1. Claims 52, 59, and 60 are patentable over claims 17-20, 34, and 53 
of U.S. Patent Application No. 11/815,359. 

The claims of the '359 application are directed to a separately patentable invention. 
Claims 17-20 of the '359 application depend ultimately from claim 1. Independent claims 1, 
34, and 53 of the '359 application all recite methods directed to treatment or reversal of Type 
I diabetes or of a pre-Type I diabetic mammal, human, or animal. Each of the claimed 
methods recites that autoantigen composition, which may be in the form of transgenic plant 
material, is administered to the mammal, human, or animal. However, as recited in the cited 
claims, the methods comprise administration of further therapies to the mammal, human, or 
animal, which are not mentioned in the present claims. For example, claim 1 recites 
"administering anti-T cell therapy to said mammal." Claim 34 recites "administering an 
effective immunosuppressive dose of anti-T cell antibodies to said humans." Claim 53 
recites "administering a therapeutically effective amount of anti-CD3 monoclonal antibody to 
said human or animal." Since none of these features are found anywhere in the present 
claims, the claims cannot be said to be directed to the same invention. 

The '359 application is a later filed application. The present claims have been held up 
by the PTO due to the rejections appealed above, which must be reversed for the reasons set 
forth above, and the need for this appeal. Thus, this case requires application of a two-way 
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test. Applicants submit that the species recited in the claims of the '359 application would 
not have been obvious over the presently appealed claims. A two-way test is appropriate in 
this case, because the present claims should have been allowed to issue long ago. See 
M.P.E.P. § 804; In re Berg, 46 USPQ2d 1226 (Fed. Cir. 1998) (the two-way exception 
applies when the applicant could not avoid separate filings, and if the PTO controlled the 
rates of prosecution to cause the later filed species claims to issue before the claims for a 
genus in an earlier application). 

The statement of the rejection fails to set forth a prima facie case of obviousness. 
Moreover, the Examiner has not correctly applied a two-way test. Accordingly, reversal of 
the double patenting rejection is appropriate and is respectfully requested. 

E. Conclusion 

Each of the rejections raised in the Office Action being in error, it is therefore 
respectfully requested that this Honourable Board reverse the Examiner's decision in this 
case and indicate the allowability of claims 52, 59-61, 63, 69-91, 95, and 102. 

VIII. Claims Appendix 

See attached Claims Appendix for a copy of the claims involved in the appeal. 

IX. Evidence Appendix 

See attached Evidence Appendix for copies of evidence relied upon by Appellant. 

X. Related Proceedings Appendix 

There being no decisions of the Board or a court in any proceedings identified in 
Section II, supra, the Related Proceedings Appendix has been omitted. 
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Buchanan Ingersoll & Rooney pc 



Date April 28, 2010 By: /Christopher L North/ 

Christopher L. North 
Registration No. 50433 
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VIII. CLAIMS APPENDIX 

The Appealed Claims 

52. A method for suppressing or reducing the immune response of a 
mammal to an antigen comprising: 

orally or enterally administering to the mammal an effective immune 
suppressive dose of a plant tissue or a partially purified plant tissue extract containing said 
antigen or an immunosuppressive fragment thereof, said plant tissue or partially purified 
plant tissue extract being obtained from a transgenic plant expressing said antigen or 
immunosuppressive fragment thereof. 

59. The method of claim 52, wherein the plant tissue or partially purified 
plant tissue extract is selected from the group consisting of at least one plant part, an extract 
of total plant protein, and a partially purified plant protein preparation. 

60. The method of claim 52, wherein the plant tissue or partially purified 
plant tissue extract is from at least one plant part selected from the group consisting of leaves, 
stems, seeds and tubers. 

61. The method of claim 52, wherein the transgenic plant is transformed 
with a DNA construct for transforming a plant, said construct comprising a Cauliflower 
Mosaic Virus Ehn-35S promoter operably linked to a DNA coding sequence and further 
comprising a termination sequence in proper reading frame with the DNA coding sequence, 
wherein the termination sequence is a nopaline synthase termination sequence and the DNA 
coding sequence encodes the antigen. 

Claims Appendix - 1 



63. A pharmaceutical composition for suppressing or reducing the immune 
response of a mammal to an antigen comprising: 

an oral or enteral dosage form comprising an effective immunosuppressive 
dose of a plant tissue or partially purified plant tissue extract containing said antigen or an 
immunosuppressive fragment thereof and a pharmaceutically acceptable carrier, said plant 
tissue or partially purified plant tissue extract being obtained from a transgenic plant 
expressing said antigen or immunosuppressive fragment thereof. 

69. The composition of claim 63, wherein the transgenic plant is selected 
from the group consisting of potato, tomato, alfalfa, canola and low alkaloid tobacco. 

70. The composition of claim 63, wherein the plant tissue or partially 
purified plant tissue extract is from at least one plant part selected from the group consisting 
of leaves, stems, seeds and tubers. 

71. The composition of claim 63, wherein the transgenic plant is 
transformed with a DNA construct for transforming a plant, said construct comprising a 
Cauliflower Mosaic Virus Ehn-35S promoter operably linked to a DNA coding sequence and 
further comprising a termination sequence in proper reading frame with the DNA coding 
sequence, wherein the termination sequence is a nopaline synthase termination sequence and 
the DNA coding sequence encodes the antigen. 
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72. The method of claim 52, wherein the antigen is a mammalian 
transplantation antigen. 

73. The method of claim 72, wherein the transplantation antigen is a 
human Major Histocompatibility Complex (MHC) protein. 

74. The method of claim 73, wherein the MHC protein is selected from the 
group consisting of an MHC class I protein, an MHC class II protein, an MHC class Ha chain 
and an MHC class lib chain. 

75. The method of claim 72, wherein the transgenic plant is selected from 
the group consisting of potato, tomato, alfalfa, canola and low alkaloid tobacco. 

76. The method of claim 72, wherein the plant tissue or partially purified 
plant tissue extract is from at least one plant part selected from the group consisting of leaves, 
stems, seeds and tubers. 

77. The method of claim 72, wherein the mammal is a human. 

78. The composition of claim 63, wherein the antigen is a mammalian 
transplantation antigen. 
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79. The composition of claim 78, wherein the transplantation antigen is a 
human Major Histocompatibility Complex (MHC) protein. 

80. The composition of claim 78, wherein the MHC protein is selected 
from the group consisting of an MHC class I protein, an MHC class II protein, an MHC class 
Ha chain and an MHC class lib chain. 

81. The composition of claim 78, wherein the transgenic plant is selected 
from the group consisting of potato, tomato, alfalfa, canola and low alkaloid tobacco. 

82. The composition of claim 78, wherein the plant tissue or partially 
purified plant tissue extract is from at least one plant part selected from the group consisting 
of leaves, stems, seeds and tubers. 

83. The composition of claim 78, wherein the mammal is a human. 

84. A method for suppressing the rejection of engrafted donor tissue in a 
recipient mammal comprising orally or enterally administering to the mammal an effective 
immunosuppressive dose of a plant tissue or a partially purified plant tissue extract 
containing a transplantation antigen of said donor tissue or an immunosuppressive fragment 
thereof, said plant tissue or partially purified plant tissue extract being obtained from a 
transgenic plant expressing said transplantation antigen or immunosuppressive fragment 
thereof. 
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85. The method of claim 84, wherein the transplantation antigen is an 

MHC protein. 



86. The method of claim 85, wherein the MHC protein is selected from the 
group consisting of an MHC class I protein, an MHC class II protein, an MHC class II chain 
and an MHC class II chain. 

87. The method of claim 84, wherein the transgenic plant is selected from 
the group consisting of potato, tomato, alfalfa, canola and low alkaloid tobacco. 

88. A transgenic plant comprising a plant expressing a recombinant 
mammalian transplantation antigen. 

89. The transgenic plant of claim 88, wherein the transplantation antigen is 
a human Major Histocompatibility Complex (MHC) protein. 

90. The transgenic plant of claim 89, wherein the MHC protein is selected 
from the group consisting of an MHC class I protein, an MHC class II protein, an MHC class 
Ilachain and an MHC class lib chain. 
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91. The transgenic plant of claim 88, wherein the plant is selected from the 
group consisting of potato, tomato, alfalfa, canola, and low alkaloid tobacco. 

95. An edible plant material comprising a plant tissue or partially purified 
plant tissue extract obtained from a transgenic plant of claim 88. 

102. A method for suppressing or reducing the immune response of a 
mammal to an MHC Class II protein comprising: 

orally or enterally administering to the mammal an effective amount of a plant 
tissue or a partially purified plant tissue extract obtained from a transgenic plant expressing 
an MHC Class II protein or an immunosuppressive fragment thereof. 
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IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 



In re: Application of 

Jevnikar et al. 
Serial No. 08/617,874 



Filed: May 21, 1996 



For: METHODS AND PRODUCTS 
FOR CONTROLLING IMMUNE 
RESPONSES IN MAMMALS 



Examiner: M. Lubet 
Group Art Unit: 1644 



Date: September 27, 1999 
DECLARATION OF ANTHONY M, JEVNIKAK 



Honorable Commissioner of 
Patents and Trademarks 
Washington, D.C. 20231 



Sir: 



I, Anthony M. Jevnikar, do hereby declare and say as follows: 



1 . I am presently the Director of the Department of Transplantation Nephrology, 
London Health Sciences Centre, in London, Ontario, Canada, I am also Associate 
Professor in the Faculty of Medicine, Department of Microbiology and Immunology, 
in the University of Western Ontario. A copy of my curriculum yjtae is attached as 
Exhibit 1 to this "Declaration. 



2. I am a co-inventor named in the above-identified application and have read 
and understood the Office Action mailed on April 10, 1998 and the Advisory Action 
mailed on December 11,1 998. 

3. The Examiner has rejected claims . 1 9-21 , 28, 31 -36, 42 and 53-55 as 
unpatentable over U.S.P. 5,484,719 (Lam et al.), in view of U.S.P. 5,475,086 (Tobin 
et al.). The Examiner has also rejected claims 1 , 5-10, 19-21 , 28, 31-36, 41-42 and 



53-55 as unpatentable over U.S.P. 5,643,868 (Weiner et al.) and Zhang et al. 
,p. N AS., 88, 10253-10256) in view of U.S.P, 5,484,719 (Lam et al.) and U.S.P. 
5,475,086 (Tobin et al.). 

4 Lam et al. discloses the production of oral vaccines by expressing antigens 
characteristic of pathogenic organisms such as hepatitis B virus in plants. Oral 
administration of such transgenic plants gave stimulation of an immune reaction 
against the expressed antigen in the subject receiving the vaccine. Stimulation of an 
immune response is the opposite of inducing immune tolerance, as achieved by the 
subject invention. 

5 It was known prior to the priority date of the present application, September 
21 1993, that plant proteins were glycosylated differently from mammalian proteins. 
If plant-expressed foreign proteins were also glycosylated differently from normal, or 
were otherwise slightly altered, this might potentially increase their antigenicity. 
Such a change would be beneficial if one's aim, as in Lam et al.. was to stimulate an 
immune reaction. It was not known at that date, and it was not predictable, whether 
the glycosylate pattern of mammalian antigenic proteins would be affected by 
expression in a plant system or whether an antigen so produced would be effective 
to induce oral tolerance in a mammal. 

6 | have reviewed U.S.P. 5,475,086 (Tobin et al.) and its teachings, at columns 
8 to 10, regarding therapy of autoimmune diabetes. In column 8, lines 31 to 55 and 
column 9, lines 1 to 25, the authors describe the identification of a polypeptide 
region common to the amino acid sequences of human GAD, 5 , human GADer and 
the P2-C protein of coxsackie virus. They postulate that "molecular mimicry" plays a 
role in the development of autoimmune diabetes, in that after infection wrth 
coxsackie virus and activation of T cells to recognise this common polypeptide 
region, the activated T cells then give rise to an immune response mounted agamsf 
GAD proteins in the subject's p cells, thus destroying the p cells and causing 



this common region will block mis unaes.ii 

development (column 9, lines 26 to^ of p , an , expressed . 

This teaching does not the developmen t of 
transgenic GAD protein, or even of GAD protem, 



autoimmune diabetes. 



^ =,t ™iurnn 9 line 47 to column 10, line 22. 
7. ^ — «"«* ! S Tsirr^ "to restore self-recognition" 
The authors suggest stimuiation <£££^ aM , specific both for 

and ameliorate the disease, by P present on the C D8> 

an epitope of the autoimmune anfigen and for an ep< P 

receptor. , adm inistra*ion of a plant 

A9 ain, this teaching in no way s^e th ^ ^ fe 

m ateria, ^ to cross* GAD peptides, -In 

not dependent on CDS T cells, receptors. The 

— r=rrrr:r— — . 

tolerance by feeding plant material containing GAD. 

compe ,e for recognifion of eo'to 67) . I interpret 

mis to be a suggestion that one can de g ^ by 

modification of the amino acd sequences snow 
through to column 1 1 , line 19. 

h« orooosed by Tobin et al.', as discussed in 

paragraphs 6 to 8 above, would, rffol.owe ^ by Qra , 

autoimmune diabetes could be prevented m a 
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administration of plant material containing plant-expressed GAD protein, as 
described in the present application. I consider that Tobin et af. teaches' away from 
the present invention, in that the therapeutic approaches suggested would not, in my 
opinion, lead to oral immune tolerance to an autoantigen such as GAD. 

10. I do not believe that the teachings of Lam et al. regarding stimulation of a 
subject's immune response by administration of plant-produced antigens can be 
combined with the teachings of Tobin et al., as discussed above, to arrive at the 
invention described in the present invention. 

■ 11. Weiner et af. and Zhang et al. described feeding a native mammalian 
autoantigen, insulin, to mammals susceptible to autoimmune diabetes to produce 
oral tolerance to the autoantigen and suppression of the development of the 
disease, 

1 2. Prior to the work of the present inventors, no one had suggested suppressing 
or reducing the immune response of a mammal to a mammalian transplantation 
antigen or autoantigen by feeding to the mammal a plant material obtained from a 
transgenic plant expressing the relevant transplantation antigen or autoantigen. As 
noted above, in paragraph 5, it was not known prior to the priority date of this 
application, and it was not predictable, whether a mammalian antigenic protein 
would be produced with complete fidelity in a plant-expression system, for example 
with respect to glycosylate patterns, or whether an antigen so produced would be 
effective to induce oral tolerance in a mammal. There is nothing in the teachings of 
Weiner et al. or Zhang et al. to give any guidance in this regard. 

1 3. The present inventors have found that plant material obtained from a . 
transgenic plant expressing a mammalian autoantigen can be used to produce oral ■ 
immune tolerance, as described in the application and further described in Nature 



Medicine (1997), v. 3, p. 739, a copy of which was filed with Applicant's response 
dated January 5, 1998. 



1 4 Furthermore, the inventors have found unexpectedly that plant materia! 
containing plant-expressed mouse GAD protein stimulated a greater proliferative 
response of GAD-primed T cells than highly purified recombinant mouse GAD 
expressed in Exon. This study is described in greater detail in Exhibit 2 attached. 
These findings indicate that plant material containing plant-expressed transgenic 
GAD gave enhanced T ceil activation, which is a pre-requisite step in the induction 
of immune tolerance, including oral tolerance. 

1 5 . Such enhancement may be related to altered glycosylation of the antigen 
when expressed in plants; it has been shown that the glycosylation of an allergen 
influence the affinity of antibodies against that allergen (Batanero et aL, (1994), 
Molecular Immunology, 31, 31). Similarly, the processing, transport and binding of 
antigen fragments to MHC molecules on antigen-presenting cells, which plays a 
central role in oral tolerance, will be affected by the glycosylation pattern of the 
antigen. 

1 6 Additionally, oral administration of plant material obtained from a transgenic 
plant expressing a mammalian transplantation antigen or autoantigen results in 
administration not only of the recombinant antigen but also of additional plant 
components which may assist in the induction of oral immune tolerance. For 
example, plant lectins are bound to nucleated cells of the gut and lectins are known 
to arrive intact in the small intestine, where there are lymphoid cells involved in the 

induction or oral tolerance. 

Lectins bound to gut cells can be endocytosed by the gut epithelium, where 
they can have a direct effect on the epithelial cells and, by acting as growth factors, 
can affect the immune response (Pusztai, (1993), Eur, J. Clin, Nutrition, 47, 691). 
as one example, Vehmeyer et al.,(1998), Eur. J. Haematol., 60, 16, has recently 



3 



shown that the plant lectin VM-l binds to haematopoietic cells, including CDM* 
presenter cells which are represented In the gut. and has a cc-stimulatory effect on 
prefferetton of such cells in humans. Many other lectins are known to exist In plant 
cells, 

As noted above, T eel! activation is required in order to produce oral 
tolerance. 

17 The teachings of Lam et a!, and Tobin et al. cannot, in my opinion, be 
combined to arrive at trie present invention, as discussed In paragraph 1Q above; 
tne teachings of Weiner et a!, and Zhang et al. regarding use of a native mammalian 
autoantigen do not supplement the teachings of Lam end Tobin sc. as to arrive at an 
appreciation that plant material containing piant-expresssed mammalian aniens 
could be administered orally to produce immune tolerance. 

18 I hereby declare that all statements made herein of my own knowledge are 
true and that all statements made on information and belief are believed to be true; 
and further that these statements were made with the knowledge that willful false 
statements and the like so made are punishable by fine or imprisonment or both, 
under Section -1 001 of Title 1 8 of the United States Code and that such willful false 
statements may jeopardise the validity of the application or any patent issued 




Anthony M 
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PERSONAL: 



CURRICULUM VITAE 



Anthony Michael Jevnikar 



Name: 
Address: 
Telephone: 
Email: 

Date of Birth: 
Citizenship: 
Marital Status: 



ANTHONY M JEVNIKAR 

213 Hunt Club Drive, London, Ontario N6H 3Y8 

(519) 471-3883 (H) 663-3688 (0) 

jevnikar@]iiIian,uwoxa 

May 22, 1953 

Canadian 

Married 



CURRENT POSITION: 

July 1 99 1 - June 1 996 Assistant Professor Department of Medicine 

July 1994-June 1996 Assistant Professor Department of Microbiology and Imm unology 

July 1 996-present Associate Professor Department of Medicine 

Associate Professor Department of Microbiology and Immunology 

Scientist, Robarts Research Institute 

University of Western Ontario 

Division of Nephrology and Transplantation 

University Hospital 

339 Windermere Road 

London, Ontario N6A 5A5 Canada 



EDUCATION: 



1971-76 

1976- 77 

1977- 81 
AWARDS: 



Honours B.Sa Microbiology, University of Western Ontario (UWO) 

M.Sc, Immunology, University of Western Ontario 

Supervisor - Dr, HP- StC Sinclair 

MIX (cum laude), University of Western Ontario 



1 980 Alpha Omega Alpha Medical Society 

1981 F. R, Eccles Scholarship, UWO 

198 1 Alpha Kappa Kappa Gold Medal, UWO 

1 988-9 1 Medical Research Council of Canada Research Fellowship 



1991-93 

1992 

1993-98 



Kidney Foundation of Canada Scholarship 

Canadian Society of Nephrology-Upjohn Young Investigator Award 

Medical Research Council Scholarship 



POST GRADUATE EDUCATION: 

1 98 1 -82 Rotating Internship, Victoria Hospital, London, Canada 

1 982- 83 General Medical Resident (Rl), UWO 

1 983- 84 General Medical Resident (R2), UWO 

1 984- 85 General Medical Resident (R3), UWO 

1 985- 86 Nephrology Resident (R4) Research year 

Supervisor - Dr. A.L. Linton 
Victoria Hospital, London, Canada. 

1986- 87 Nephrology Clinical Resident 

University Hospital and Victoria Hospital, London, Canada 

1 987- 88 Nephrology Fellowship - Clinical and Research 

Supervisor - Dr. W. F. Clark 

University Hospital and Victoria Hospital, London, Canada 

1988- 91 Immunology and Molecular Biology Research Fellow 

Supervisor - Dr. V.E. Rubin-Kelley 

Harvard University, Brighara and Women's Hospital, Boston 
LICENSING EXAMINATIONS: 

1 98 1 Medical Council of Canada, Examinations, Reg. #541 65 

1981 College of Physicians & Surgeons of Ontario, Reg. #5085 1 

1986 F.R.C.P. (C) Internal Medicine, Reg. #315076 



MEMBERSHIPS: 

1980 Ontario Medical Association 

1980 Canadian Medical Association 

1986 Canadian Society of Nephrology 

1 990 Canadian Transplantation Society 

1 991 International Society of Nephrology 

1 992 American Society of Nephrology 

1 994 Canadian Society for Immunology 

1 994 American Society of Transplant Physicians 



COMMITTEES AND TEACHING: 

1 98 1-82 Postgraduate Medical Education Committee, Victoria Hospital 
1985-87 Clinical Methods Instructor, University of Western Ontario 



1 998 Chairman, M.O.R.E., Kidney Advisory Committee ' 

1 998 M.O.RJE ., Standards and Guidelines Committee 

CURRENT RESEARCH INTERESTS: 

1 . Effect of maj or histocompatibility complex molecule deletion in autoimmunity. 

2. Role of TGFb and apoptosisin lupus nephritis 

3 . The use of transgenic plants expressing mammalian proteins in inducing oral tolerance. 

4. The role of CD45 in renal transplant rejection. 
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«f rhe small intestine is a necessary prerequisite 

Mt. However, as the disinbuuon of glycosy 
fated receptors varies at different locations, the 

Satins * to for the pttOJJfc 

1) Thus, lectins which hav* slight realty 
2a£ Ub border epitheliam «h*j£ 
from ocas or bread beans, do not stimuU» ^ 
S of Die small bo-el (Pusztai «rj j* 
fSS The moderately reactive tomato Iccu 
Strick el *L 1955) or the whea l *flj 
23S-. both of which are specific for 
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Bh** u Ac man I***- U «p*wd « » a*i«r«y 
(uken w 1 0Q). 

w-acctylriucosainine, are more effective f rowih 

« A* Abound bothby 
me villus tipand the lower paru : of the vllUfFlg. 
la). The ^ powcAl growth facr ^ ^or the 
are those lectins, s^ch *s FHA and SB A, 
which arc strongly bound to «f «J^j 
exiAnsxvely by villus tip cells (Fig- lb, ™ sz ™ 
?2 ^ St) These induce hyperplastic gro^h 
fey Viuladns crypt cell Pff ^'vlS 
thennor^. since a proportion of 
lectins b transported "into the blood «^ n - 
rhey also have powerful 

lectin wheal germ agglunnin. elc.) may, v* 

rnuTiDtestirud hypoplasia induced by^ou 
parenteral feeding, section or 0«hcr gUt 
lesions. Furthermore, as changes in s^ce 
elycosylauon can be correlated 

Stales of the alimentary **x and other 
dSs. particularly as early marked m mahg- 



f f , | „ - jMcd wet rf^w ^ 5 




Increase. 

interaction with gw ^ ^dent 

S4mc kecins directly '^U^i 

bacteria of the digest *acc 

selectively removed f^m^ A^L 
die* which cc nQ in r? * 

bacterial «o!ogy of the ** | JJX*»«** 

lh« attachment of baciena w ft e o 

by speeding up the umo-'f ioft of 

^ therefore, changing the «P«* . 

induced small intestinal gm^Th i«ao & 



the number of nxepcQ^ fe<a 
l sm5 resident in the g<JU 
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mainly by lectin adhearw. » * P©»M« w 
S 2- bacterid population o Ac «uU 
3c by damaging its ep^elium or by 
n erfTring with microbial adhesion. Thus, bae- 

over normal values If. by ^'^."T^ 
receptors on die epithelial cdl^tho 

See to chair membranes by the food lectins 

(Pusaai « «rf.. t990f>>. In contrast, the admin- 

coniueates, which stmcturally resemble the 

SKErf the gar w^l. may 

counts in the digesuve ^ ™ s w 

selective and, by compeutrvely Ik 

amchment and consent proliferation of a 

p Sar S pe««. leads to 

bSsria whoTc kctiil adbesin specifically inter- 

STSth the givers used as.prob.cac agents. 

•Z ignifiintly. food lectins whit* mimic 

have been used successfully » block tne 
StaS - the mucosa Of ^ 
bacteria. Accordingly, cbenuoal probiosi in a 
process designed to reduce the pepulauon of 
commensal bacteria. P«^J»J"™ 
by pathogens and/or promote Ac grew* of 
^Sal microorganisms; dm ts achieved by 
Se of natural ^ ■«* of leenns ^d/ 
or rivcoconittgaws which block or compete 
adhesins or modify the gela- 
tion of surface receptors for bacteria (Puwiai e/ 
T$9$Z applications of chenwed 

ibiStefor the blockage of haimfii bacterid 
Krarion in the small intone of man and 
L;". k bv di ftm y means are now well 
£v^Vtr%S* 1W Thus, high 
conations of dietary manno* 
have been fo«d to be rffrenve ^ jduang 
salmonella infection in chicken <P^« * 
1989t with possibly benefit consequences 
br hurnTs- indeed most food/feed 
aclttU marker various probiotic produos 

containing ******* L'SSSKt 
ents. However, leenns are ^ra powerful pnv 
biotic agents as tbeir amounts required for 
Socking adhesion sites for bacteria are «mB 
compared with the high sugar concentrauons 
22d for competitively inhibiting bacterial 
Slag. For ex^. a daily of 

S25vdy stopped the wtf*S££S3 

overgrowth in the rat small intestine (Pusztai « 



al 1993). In control, considerably more carbo- 
hydrate-based supplements were needed to 
achieve a significant reduction in E. call counw. 
For example, the amount of glycoprotein (egg 
albumin) enriched for poly-mannosyl groups 
needed to significantly reduce E. «* counts in 
the rat ^as ten times that of GN A (Puszw « a/-, 
unpublished). The u*e of plant leenns for the 
blockage' of pathogenic infections is now pro- 
tected by an International Patent Application, 
Nol PCT7GB91/02236. 

77ie rolt oftndocywsis in lectin tcxidry 
Because lectins are endocytosed by gut epitbe- 
liaj cells or absorbed systcmieally only when 
bacteria arc present in the digestive tract, lectins 
are toxic in animals with a conventional micro- 
flora, but not in their absence (Rattray- Mmer A 
Pusztai, 1974; Jayn^Willlanw & Burgess. 
1?74) As apparendy PHA is more tow for 
humans living under poor national and sani- 
tary conditions (Griebel, 1950) « children 
(Haidvogl, Fritsch & Gmbbaucr. 1979X this 
may be one of the reasons for the variable 
toxicity of PHA in the human diet (Rainer. 
1962; Bender & Rcaidi, 1982). 

Bmdmg and eiuheytosii by the Stomach and 
the large inKSt'vus . 
Although studies in model systems have indi- 
cated that the reaction between m«si lectins and 
their specific ligandfi is abolished at acid pti 
(pH 3 or less), lectins can apparently bind to the 
^mach epithelium In vh* even when *a 
luminal pH is 3 or less (Hsu &■ R«ne, 1982 
hisrtai. 1991). This may, in part, exptan , wny 
the presence of lectins in the diet Ajj^J 
stomach-emptying in raO (Sgarbien, Clarke & 

^ Sius tip cells, with the bound lecdn 
S till anached, are shed into the lumen erf _*J 
small intestine, they are digested and *dr 
content recycled. However, due to their res ^ 
^nce to proteolytic breakdown, the released 
lectins ca^ react wfeh cells n. pans 
of the gut. the caecum and colon. Thus. PHA is 
not deeded by bacterial proteases and remanw 
onmuSogicSy andfiincuonally intact ev fi n m 
the feces (Pusztai, 199D- . 

deariy. as most lecdns sUP-iVe die passage 
Uirough the alimentary tract and bind to and are 
Sdolyvwed by epitheUai cells, they may serve 
S specific and site-directed targeting agents for 



delivering drugs, micronucrienu and minerals 
(PutttaL 19S9fr). The design of lecdrv-conju- 
gated delivery systems for medical application:? 
is now being actively explored. 

ZJftcts of Lectins on jhc $Ui Irnmunt jysttm 
Typ* i, immediate hypersensitivity rcacuons by 
the gut immune system occur generally to even 
highly degradable, food proteins. Allergic reac- 
tions to ihe more stable lectin which persis- 
tently bind to brush border cell* are more 
extensive. For example, anaphylactic 
response of the gut to PHA. as assessed from 
the leakage of ^-labelled semm proteins into 
the gut of rats given a single intragastric dose of 
lectin, b appreciable even' on ftcSI exposure 
(Greer & Pusztai, 1985)- This increased vas- 
cular permeability is not IgE-mcdiated but due 
to the direct degranuhdofi of submucosal mast 
cells by PHA, This also occurs in vitrp and is 
due to the cross-linking of membrane glycans 
by Che multivalent PHA (£*ch & Brashler, 
1975). However, the allergic response was 
elevated in fats prcfei on PHA diets' for 11 days 
(Greer & Pusztat. 1985), suggesting that it was 
amplified by the formation of and-PHA Ig& 

Systemic effects 

Lectins may influence systemic metabolism by 
vwo different but possibly simultaneous mecha- 
nisms (Pusztai, 1991). By reacting with neuro- 
endocrine ceUs of the gut they can mdtfectly 
influence the endocrine system of the body. 
Alternatively, by mimicking the effects of the 
endocrine hormones, the absorbed lectins may 
induce changes in the morphology and function 
of the endocrine organs and other peripheral 
tissues. Consequently, wmc lectins may 
directly interfere with metabolic pathways 
which arc under the control of the endocrine 
/tysiem* The organs most often affected are the 
* pancreas, skeletal muscle, liver, kidneys and 
thymus .(Oliveira. Puszui <fe Grant, 1988), 

Oral arvnuniymon - 

Although mosr food proteins are rapidly 
degraded in the small intestine nutritionally 
insignificant amounts are absorbed systemically 
through M cells of the gut-associated lymphoid 
tissue and presented by macrophages to compe- 
tent lymphocytes of the Immune system (Pusz- 
laL 1989*). However, as allergic responses to 



absorbed proteins in adults are minimized by T 
suppressor cells, few food proteins have harm- 
ful effects. In contrast, the luminal concentra- 
tion of the more stable lectins is high and, 
consequently, their transport through the gut 
wall exceeds chat of other antigens by several 
orden of magnitude (Pusztai, 1989b)'. Thus, in 
rats dosed with PHA up to 10# of the lectin is 
found in circulation 3h after feeding (Pusztai, 
Greer A Grant, 999). Therefore, PHA is a 
powerful oral immunogen and produces a high 
Que of monospecific anti-PHA antibody of IgG 
type isi animals, including ruminants (Pusztai,, 
1989; 1991) and wich.sorne anecdotal evidence 
that the same happens in humans. However, not 
only PHA but alio other lectins given orally are 
immunogenic,(Pusztai <tai % 1981; Aizpama & 
Russel-Jones, 198$). A recent demonstration of 
this was the. finding of high acre anti-banana 
lectin (SanUc-J) IgG 4 antibodies in pooled 
human blood. Indeed, it was suggested that 
banana lectin might be used as a carrier for oral 
andhapten immunization In humans (Koshte et 
*L, 1992). 

The time-course of antibody development 
shows the usual features of immunization and 
the primary response to PHA become* measur- 
able 10 days after the first dose. Further feeding 
or re-mcroduction of the lectin into the diet after 
PHA-fiee periods results in booster effects (Fig- 
2), Thus, the putative gut ann-lecdn-s-IgA 
system must be ineffective since It cannot 
prevent the nb^orpdon of PHA after its reintro- 
ducrion (Pusztai. 1989a; 1991)- Thi* abrogation 
of gut s-IgA response to PHA and, possibly lo 
other lectins, may remove one of the major 
obstacles to the repeated administration °* 
leciin-targcted oral drug conjugates- 

Lectins can modulate IgE and IgG) responses 
to other antigens. For example, concanavalin A 
enhances the synthesis of and-ovalbumin IgE in 
mouse (Goilapudy A Kind, 1975) and PHA 
• induces changes in the IgE response to ovalbu- 
min depending on' the time of injection (Aster- 
quiza 3l $agaya, 19W)- Furthermore, in PBA>2 
mice orally sensitized to jacalin* a fl-galactose- 
binding lectin from jaclrfruit (Artecarpus Ur- 
trophylluS), and parenterals immunized with 
ovalbumin, IgE responses to both jacalin and 
ovalbumin were increased in a time- and dose- 
dependent way, suggesting thai the lectin was a 
mitogenic Immunomodulator for the production 
of IgE antibodies for both andgens, buL that tt 
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labelled «nd-tw IjQ Mub-ly- 

h.d no eff«« on IgO, antibodies • 
M „ amieens (Eeswm-Miquel & Provuost 

£55*nbodL holds out great gjgftr 
the possible clinical treatment of alletgi* in 
future. 

E/fiscu of <f«rary lectins on \he pancreas 

known example is PHA. which is 8^ factor 
for both the gut and P~"* £ 

SSV-l. 1992). SBA also 
S« ic growth but may have 
on blood insulin levels. The ooph* jffj«* 
lectins on the pancreas is intimately mvolvw 
S ^aminemetabolism in the t lS sue fTable 
2) However, the mechanism of ^n-indMed 
polyimine-<lependent paflcreanc growth 
involve a route of hormond l£d£ 
Kwhich is, at least in part d.fferen. torn thai 
caused by soya trypdn inhibitor. ™* <»f Z ™ 
solely by cholecyscokinin (Fwtui * 

19 S'iecretioD of digestive enzymes by pan- 
J*5? reduced, for example, in 
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byTj a /cc-L«hl -albert taw* 

SLfag 0:7* UeU^r wpWSeJ 
rcl«W< » ijW of «i« wrtwb Oaken « <°°>- 

chronic pancreatitis, it is possible that the 
Sminist^don of controlled doses of nontoxic 
lectins which stimulate pancreaoc h W**W 
may find use in clinical practice. Although 
£1 of me by *°X^^ 

infobitors has been tried in humans but With M 
LrTt uccess (Lieuer m al. < XS PJJ* 

£u lectins may be more effecuvo. Th»a is 

the secretion of pro«as« ulto the J***"; 
d»e are parti/ u.acavated ■ by Ae 
inhibiton also present in the lumen, in contract 
ectins do not inhibit pancreas p«W 
therefore most of the enzymes secr«d 1 remain 
acrive ^nd contribute 10 the digestion of nUtrv 
ents in the small intestine. 

Effects on horment balance „„«„_,;„ 
Mo* of the effects of lectin* on 
meubolism may be mediated through changes 
in circulating insulin levels. Thus, ngjuj 
conception is dc P «s^ to rats «co 
beJU1 diets or inoibated with pure PHA. but *c 
absonce of major changes m blood glucose 
Xt« that the «,imab are not 4jbe« 
/iL /»/ l^^lW It is also clear th« as a 

comaining PHA leads W > jWfJ. b £ 
transient decrease in blood UBUta (F« ; 3). 
depression is not due to inadequate nutation bui 
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buood insulin concent Nation 




TIME JNTIUGAS7WC ADfUlWI£THAT|OM 

rig. 3- Effaei oF Ih* incfAgawric administration 9f a single 
jloic of kidney bom I<j/nln» P'RA. on inoilin concentration in 
blood tircu(adDr). Iraulln ***s measured by «i RlA aaaay on 
jciuirt samples obtained from rau afler inlragucric Intuba- 
tion Vith * sampfc of 20 rnj of kf<inc/bcan aJbumlft (FHA 
concentration of about 7 mg). The insult* wc expressed as 
percentages ef O-iime values. 

probably I? a direct effect of the lectin on 
insulin synthesis and/or secretion by the 
pancreas. 

To compensate for the depression of concen- 
tration of blood insulin caused by PHA and its 
metabolic consequences. various homeostatic 
processes are activated, including changes in 
other hormone level*. The parallel increase in 
glucagon concentrations (Grant *f aL, 1987) or 
changes in levels of glucocorticoids confirm 
that dietary PHa. does not only modulate insulin 
levels but can also induce complex changes in 
che hormone balance of the body. 

It is generally believed that caring legume 
proteins is beneficial for human health because 
they appear to reduce the concentration of 
plasma and body lipids, although it ts not clear 
whether lectins are involved in this process. 
However. PHA and, more importantly, other 
lectins with less antinutritional effects (Ng, Li 
& Yeung, W9; Pusnal 1991) do definitely 
have strong lipolytic effcos, .Despite the evi- 
dence that, due to a compensatory secretion of 
metabolic hormones and other homeostatic 
processes, the reduction in circulating blood 
insulin levels occurs without a corresponding 
increase in blood glucose, no clinical or medical 
uses for lipolytic lectins have been reported up 
till now, 



Effects on peripheral organs and tissues 

SkeUial muscle 

Although ihc PHA-induced reduction in blood 
insulin U counteracted by compensatory chan- 
ges in other hormone levels, this does not apply 
to all systemic effects of PHA. For example, 
PHA mimleks most of ihe jh vitro biological 
effects of Insulin (Pusztai & Watt, 1974) and 
even binds to the insulin receptor of muscle 
cells (Pusziai 1991) T but it does not elevate 
their protein synthesis rate. The most striking 
consequence of this is that rats lose about 30% 
of their skeletal muscle after receiving kidney 
bean diets for 10 day* (Oliveira tt d/., 1938)- 
Although the mechanism of this atrophy is not 
fully clear, one of the main causes is the FHA- 
induced reduction in che fractional rate of 
protein synthesis in skeletal muscle; this occurs 
without a similar decrease in protein degrada- 
tion rate* leading to 8 net loss of muscle protein 
{Palmer*/ ol^ 1 9%7\ tx is therefor* possible thar 
the atrophy results from abrogation of the 
stimulatory effect of insulin on muscle protein 
synthesis because the muscle receptor sites for 
insulin are blocked by PHA. However the 
mu$cle wastage is not as extensive as could be 
expected from the low blood insulin concentra- 
tion, because a parallel compensatory upregula- 
uon of the mRfJAs coding for insulin-receptor 
and insulin-sensitive glucose transporter by the 
dietary PtfA increases the efficiency of insulin- 
receptor Interaction (Knott <r oL 1992). Never- 
theless, even under these conditions, relatively 
large amounts of nutrients and polyamines ate 
released from the atrophying skeletal muscle 
and are then used to support the growth of the 
PHA-suxnuIated gut (Eardocz tt aL 1992), 

Thymus, spk<n and cth<r organs 
PHA (Oliveira er ah, 19S8) or other toxic 
lectins (Puaztai. 1991) induce the atrophy of the 
thymus and spleen. Some of these changes are 
Irreversible and have potentially serious con- 
sequences for the immune system, especially 
T-ceJl-mediatftd immunity. 

Similar to skeletal muscle, lectins may also 
affect the heart by reducing its weight and the 
rate of protein synthesis in it by the second day 
of feeding (Palmer et aL % 1987). Some lectins 
cause a slight reduction in liver weight by 
losing mainly lipids and glycogen after 10 days 
of feeding on diets containing kidney bean or 
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PHA (Grant a cL 1937), The kidneys are 
slighiiy enlarged after feeding rats on dices 
containing antinucritive lectins for 10 day*. 
However, this effect is alawtf certainly noi 
specific as other forms of protein deprivation 
lead to similar enlargement- Although ihcse 
effects of lectins on organe-have beeft shown m 
animal studies, k is expected lhac 5ome of them 
may also apply humans. 

Conclusion 

Lectins are one of the most important physio- 
logically active ingredients of w fiet 
provide potent exogeneoUs biological dgnals, 
Although their amounts in ihc food vary steady* 
lecow can have dramatic effects on ihe enure 
digestive uacr and its bacterial .population and 
on metabolism and heaJUi. Their extr^ftoajfy 
effectiveness stems from their resistance to 



proteolysis, coupled >*ith a high and specific 
chemical reactivity with endogenous surface 
receptors of the epithelial cells of the gut. 
Lectins are powerful oral and parenteral iramu- 
nogens and some of their physiological effects 
are intricately linked 10 their interference with 
immune function. However, the primary effects 
and the potency of lectins as biological signals 
are a direct reflection of their specific chemical 
reactivity with saccharins. These reactions are 
predictable and the use of lectins in .clinical- 
medical applications to improve metabolism 
and healm of the gut and the body offers great 
promise, 

Acbier^frmtrt-TbcM** « ■ Senior RctoarcH FeU<**> 
of The Rav^vn Research Inrriiucc and financed by ttoe 
Secwb Office Agriculture and Fisi^rie* ^partfficftL 
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aisi. Royal Society oi Edinburgh with tho Aubcf 
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Abstract: The galactoside^peciflc plant lectin, Vtscxm album agglutinin 
(VAA-I) increases cellular parameters of natural host defence; It also binds 
to a variety of haematopoietic cells, including progenitors. We investigated 
whether VAA-I has a stimulatory effect on haematopoietic progenitor cells. 
Peripheral blood progenitor cells from 7 healthy volunteers were cultured 
in a colony assay with VAA-J plus erythropoietin (EPO) and stem cell 
factor (SCF). At 50 pg/ml VAA-I induced a significant increase in the 
cytokine-dependcat clonogenic growth (52% in median. /><0.Q5), In another 
sec of experiments purified CD34* cells were isolated from the bone 
marrow aspirate of 4 patients with non-nietasiatic breast cancer using 
fluorescence-activated cell sorting- Binding to CD34* cells was 
demonstrated by using directly fluorescence-conjugated VAA-1. 
Co-incubation with ^galactose significantly abrogated this effect CD34" 
cells were cultured in the presence of EPO, SCF, interleukin-3, granulocyte/ 
monocyte colony-stimulating factor and granulocyte colony-stimulating 
factor. VAA-I alone had no measurable effect on the clonogenic growth of 
the isolated cells. However, at concentrations of 100 and 250 f>g/mj VAA-I 
increased the cytoJdne-dependent proliferation and differentiation of 
CD34** cells by a median of 75 and 85 % T respectively. The results show that 
VAA-I binds to haematopoietic progenitor cells and has a co-snmulatory 
effect an iheir proliferation. 
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Viscum album agglutinin (VAA-I) belongs to the 
family of type n ribosome-inactivatiiig proteins, 
such as ridix, abrin and modeccin, It has a molec- 
ulax weight of 63 kDa (1, 2)> Its application in small 
and non-toxic doses in vivo caused dose-dependent 
elevations in cellular parameters of the natural host 
defence (3). The hgand-binding capacity mediated 
by che B-chain is essential for the immunomodulatory 
effect of VAA-I. r>galactose inhibits the binding of 
the lectin to cellular galactose residues and its in 
vitro activity (4), In addition, the sugar-binding B- 
chain has been reported to be responsible for the 
lectin-induced gene expression and secretion of 
interieukin (IL^-l, IL-6 and tumour necrosis factor-a 
in cultures of human peripheral blood mononuclear 
cells (PBMC) (4, 5). VAA-I binds to various cells 
of fhe immune system: the' highest affinity was 
observed on monocytes. VAA-I binding "was also 
observed on CD34* progenitor cells from normal 
bone marrow (6). Functional studies have not yet 
been reported. Other lectin— sugar interactions had 



been discussed previously as one element in induc- 
tion of proliferation and differentiation of haemato- 
poietic progenitor cells (7). 
• We have investigated the effect of the galactosidtv- 
specific plant lectin VAA-I on circulating haemato- 
poietic progenitors and CD34T cells from bone 
marrow aspirates 



Material and method* 

isolation afVAM 

VAA-I was isolated according to previously pub- 
lished methods (5, 8), Briefly, homogenates from 
the leaves of Viscum album plants were ultra- 
filtrated using 2 filtration modules: cellulose tri- 
acetate with 20 kDa cut-off and polysulfon with 
100 kDa cut-oft respectively; The product was 
purified further on Jactose-agarose col umn s 
(Sigma-Aldrich. Handel* GmbH, Vienna, Austria) 
as follows: the ultrafiltrate, diluted with a buffered 
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salt solution (PiCM)> was recirculated overnight 
with a flow rate of 1.5 ml/h; 0.1 M galactose- or 
lactose-containing buffer was used to elute higt- 
affinity bound VAA-I (9), The pure VAA-I was 
dialysed against the PiCM buffer and concentrated 
to 0.8 mg/mL The sugar-binding lectin content was 
measured by an enzyme-linked lectin assay as 
described previously (3). Endotoxin contamination 
was measured by Dr KJB, Becker with, a quantita- 
tive kinetic limulus amoebocyte-lysate assay (10)- 
The purified VAA-I was conjugated with FTTC 
by carbonate buffer pH 9,0, and the labelled lectin 
separated on a Sephadex G-15 column. 

Healthy volunteers and patients- 

Peripheral blood progenitor cells (PBPC) were 
obtained from 7 healthy donors. All volunteers , 
gave informed consent Bone marrow (BM) aspirates 
were obtained from patients with non-metastatic 
breast cancer as a part of the staging procedure. 

Isolation of PBPC and CD3<T cells torn BM 

Peripheral blood (PB) or BM samples were 
collected in heparimzed blood collection tubes. 
Samples were diluted 1:2 in Hanks* balance4 salt 
solution (Gibco, Scotland, UK) and layered over 
Lyrnphoprep (Nycomed AS, Norway). After centri- 
fugation.at 800 g for 20 min cells of the interphase 
were collected and washed twice at 300 g for 
10 min. A final washing step was performed at 
200 g in order to reduce platelet contamination. 
Cell counts were determined in a haemocy tometer 
using acridine orange for vital staining. 

BM mon onuc lear cells were incubated for 
30 min with FTTC- or PE-conjugated anti-CD34 
antibody (HFCA-2, Bctton-Dickmsan, San Jose, 
CA, USA). Isolation of CD34* cells was performed 
on a fluorescence-activated cell sorter (FACS 
Vantage, Becton-Dickinson) equipped with a 
438 nm, laser using phosphate buffered saline 
(PBS) as sheath fluid. Haematopoietic progenitors 
were identified by expression of CD34 and by light 
scatter profile in the blast gate> Son purity was 
assessed on a FACScan (Becton-Dickinson) and 
was ^96%. No significant monocyte contamination 
was detected by CD14 staining, 

VAA-I binding assay 

CD34" cells of BM (lxlO^well) in Dulbecco's 
modified PBS cmtaining 0,02% NaN 3 and 0-5% 
bovine serum albumin were stained dxrecdy with 
FTTC-VAA-I and PE^onjugated and CD34 
according to standard staining procedures. As con- 
trols both a 100-fold concentration of unlabelled 



VAA-I and an isotope control (PE-mouse IgG) 
were used. In order to investigate the inhibitory 
effect of sugar on binding of VAA-I to CD34* cells 
simultaneously 20 and 50 mM rngalactose, respec- 
tively (Merck, Switzerland), was given. For each 
test 10 4 cells were analysed on a FACScan equipped 
vwith Lysis II software. The gating of cells was 
defined by a combination of FSC and SSC cyto- 
metric parameters. Cell viability, as tested by 
trypan blue exclusion assay, was 98% (±L5), 

Haematopoietic colons-forming assay 

The colony-f onning capacity of stem cells was inves- 
tigated in methyl cellulose cultures. Cells were 
mixed with methyl cellulose medium consisting of 
0.9% methyl cellulose (4000 centipoises; Sigma, 
USA), 0,6% bovine serum albumin (Boehringer, 
Germany) and 30% pretested fetal calf scrum 
(Gibco, Germany) in Iscove's modified Dulbecco's 
Medium (Gibco, Germany) containing 50 
2-mercaptoethanol and 2 elm L-glutamine ( Gibco, 
Germany), Final concentrations were l^xl(r/ml for 
PBMC and lxltfVani for purified BM cells. Cultures 
were plated in 35 mm Petri dishes (Greiner, Ger- 
many) in the presence of growth factors: 50 ng/ml 
from G-CSF (granulocyte colony-stimulating fac- 
tor) (Amgcn/Roche, Germany), IL-3 and GM-CSF 
(granulocyte/macrophage colony-stimulating factor) 
(Sandor, Germany), 1 U EPO (erythropoietin)/mI 
(Boehringer, Germany) and 20 ng SCF (stem cell 
factor)/ml (Genzyme, Germany). The concentration 
of each growth factor was chosen well into the 
plateau phase of the appropriate dose-response 
curves (data not shown). The plates were incubated 
at 37°C under a fully humidified atmosphere and 
8% C0 2 . Colonies were scored after 10-14 d under 
a dissection microscope (Zeiss, Germany), Cell 
aggregates containing more than 50 cells were 
scored as colonies, Morphological analysis was per- 
formed on cytocentrifuge preparations of single 
colonies after Pappenheim staining. 

Statistical analysis 

Wileoxon's and Student's Ntest were used to ana- 
lyse the lectin-induced responses in numbers of cell 
colonies using the Statgraphics statistical package 
for IBM-compatible computer- 

Results 

In yitm effect of purified on PBPC 

The effect of VAAI on cytokine-induced prolifer- 
ation of PBPC was studied in 7 healthy volunteers. 
PBPC were incubated with purified VAA-I at 
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various concentrations between 25 pgfal and 1 ng/mh 
1 U EPO/ml and 20 ng SCF/ml. VAA-I alone with- 
out the addition of growth factors was Hienec^yc 
in influencing the clonogenic proliferauon ot vnr 
VAA-I, however, increased the number of growta 
factor-induced colonies. The maximum enhance- 
ment detected at 50 pg VAA-I/ml was 52 \A in 
median (p<0.05) resulting in a stimulation mdex or 
2.1 (±039) at this concentration (Table 1). Morpho- 
logical investigation of single colonies from 4 
experiments revealed that the growth of erythroid 
and granulocyte/macrophage progenitor ceffi i was 
stimulated. Meanincrease was 1.8 (±0.6) for erythroid 
colonies (p=0.09) and 1.8 (±029) for neutrophil 
colonies (p=0.03) (Table 1). 

Binding of VAA-l tfl CD34* BM cells 

In order to obtain more insight into mechanisms 
underlying the colony growm-eiuian^effect ot 
VAA-I on CD34* cells the binding of FTTC- vaa-i 
to sorted CD34 T BM cells was tested using a flow 
cytometric analysis In duplicates ^^JfJ™ 
mean percentage of positively stained CD34 cells 
(±SEM) was 83.5+1.5%. Figure 1 shows a repre- 
sentative example of this investigation, p-galactose 
as an inhibitor of lectin-binding to cellular galacw- 
side residues caused a significant decrease , m the 
percentage of positively stained cells O<0.05> 

Effect of VAA-I on CD34* BM cells 
CD34* cells were isolated from 4 bone marrow 
aspirates using fluorescence-activated cell sorting. 
BM samples were obtained from patients With non- 
metastatic breast cancer and normal haemaw- 
poiesis. VAA-1 by itself showed no effect on tne 
BM haematopoietic precursor. However m com- 
bination with EPO, SCF, G-CSF, GM-^F and 
IL-3, VAA*~I had a stimulatory effect on the CD34 
BM cells with a dose-dependent relationship 11« 
maximum colony increase occurred at 250 PJ 
VAA-I/ml. but 50 pg and more markedly 100 pg 
VAA-I/ml were also able to induce an elevation m 
the colony number. Median values of colony num- 
bers were 10.2 (±5.4) in the absence of VAA-V mm 
(±3.3) and 24.5 (±6.1) in the presence oflOOpgOT 
250 pg lectintal, respectively (Hi 2). **** ™ 
D-galactose was able to abrogate these effects (.data 
. not shown). 

Discussion 

Regulation of proliferation and differentiation in 
haematopoiesis requires a complex interactive net- 
work of positive and negative stimulatory signals. 
Within the past 15 yr research has identified several 
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soluble glycoproteins including SCF, IL-1, i» J 
flt3 Ugand, which efficiendy stimulate the growth 
of pranitive progenitor cells. These are immuno- 
phenotypically characterized by expression of 
CD34 and functionally identified by the abu*5 'to 
form diverse lineage-specific colonies. Another 
group of substances with potential influence on 
haematopoiesis axe lectins. These have Piously 
been shown to stimulate the function of immuno- 
competent cells. Previous analyses showed that me 
galactoside-specific lectin VAA-I binds not only to 
lymphocytes and monocytes' with high affinity but 

^demonstrated by using directly Ajotescence. 
conjugated material. Specificity was shown by^its 
almost complete abrogation through ljjj^ 
D-galactose. This assay had been used f moody 
fof demonstration of lectin bindmg to 
haematopoietic subpopulations (5). It has Oeen 
reponedrecenUy thatlectins "^ta*^** 
CD34- progenitors in functionally defined sub- 
™ups (7). The plant lectin Uhx europaeus binds 
TXmhalf 3 the CD34- cells Sor^ and 
functional analysis of these cells m colony assays 
revealed that this subpopulauon was highly 
enriched for erythroid progenitors (B^'^- 

We initiated a study of the potential fnncnona^ 
effect of VAA-I on CD34' cells. It has beenshown 
previously that a small number of pl^J 
progenitor cells circulates in the PB of healthy 
Ldrtiduals. Our first set of ^^ eat * f£ 
that the colony formation of PBPC was not mflu- 
enced by the addition of VAA-I as, a angle agent 
to the colony assay. However u 
enhanced the clonogenic potential of SO"+^ 
Lduced colony formation. Since monocytes have 
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previously been identified as a prime target 
of VAA-I and are porent secretors of soluble 
cytokines, we performed a second set of experi- 
ments in order to reduce a potential, monocyte- 
mediated proliferative effect CD34+ progenitors 
were highly purified by fluorescence-activated cell 
sorting using bone marrow aspirates from patients 
without haematopoietic dysfunctions. Contamina- 
tion by significant populations of monocytes or 
lymphocytes was excluded by gate setting and 
quality control of sorted cells. VAA-I increased the 
cytokine-induced proliferation of CD34* cells 
inducing erythroid and granulocyte-macrophage 
colonies The abrogation of the stimulatory effect 
of VAA-I by D-galactose indicates the importance 
of lectin- sugar interactions in this process. More- 
over, VAA-I was ineffective as a single agent. 

The exact mechanism of the VAA-I effect is not 
yet clear. Interaction of cytokines for optimal 
stimulation of haematopoietic progenitor growth is 
a common phenomenon, which may be mediated 



through upregulation of receptor numbers, influence 
of receptor affinity, facilitation of signal 
duction or suppression of growth inhibitory signal^ 
Since our assay system included cytokines axwl 
VAA-I during the whole incubation period, ef- 
ferent interaction pathways cannot be elucidated. 
The VAA-1 binding to CD34~ progenitor ceUs 
underlines a direct stimulatory effect of CE>34 
cells* In comparison to the above-mentioned res-cuts 
on the TJtex europaeus lectin, VAA-I does not seem 
to have a limited effect on a specific functionally 
defined subset of progenitors Stimulation occurred 
in fully haemoglobinized erythroid and myeloid 
colonies with no apparent preference. These experi- 
ments point to a potential general enhancement of 
cytoldne-mediated stimulatory signals, rather than 
to a lineage specific function. 

This synergistic effect of VAA-I opens up a new 
perspective within lectin research and may reveal 
a new role in the in viva application of these 
substances. 
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MAJOR ALLERGEN FROM 
GLYCOSYLATE SITE OF ^BB ^ IMPLICATIONS OF 
OLIVE ^POLLEN ALLERG^ 

Eva B^A^o. MaYTS 'rrTMoj^lat 1, Faculty de Quln.i«, 

Abrtraet-Ttae ^^f^^a varum*. » a eW^ ^-binding 

pollen, reveal* ihe presence of c*< m ^ ^ id«dW » * * (s% wc5ght of the 

glycoprotein. I« ^ohydratt n*^ *n^f»- J^^^*, the polypi 
Eclated allergen), baswl ffj^p^ounu for an oll^^tondem^ diWiBishd 

div^d in terms of the pot*tial n> 



E^TRODUCnON 
Allergic dishes «. ^fflfi toP^r^livo 

(Type I W\ t ** a Z£ a iZZ> to*** «~ 
which can onjpnate seveI ' jSTSToW of the tnoft 
phylacuc dxock. PUnt P oU J s ^iUt ^ooal 
Lical causes of allergy «ri ^ lknS , 
dieter. Among ^^^^^(immoa 

in the Mediterranean area SP 0 ^ 
Wheeler, 1992)- . ftoB) 0 Uve tree (Otei 

ok * vf* ™*Z%J£ plated (vaw» 

«,ro/>aea) pol^n. J* 3 ^^Xractemtic electro- 

phoretic pattern ft s ^f*~ E ' n8 , s B nd 20 W*) 

bands of diffc^ «^*LS S S ^ W ^ 
can W observe. This *7 *° ^ since 

correlated TSVS S& i^ ™* 
both fonns had identical ^Xosyl P"*™ to 
w attributed to m £ Swi»«'^ l9M: 

the higher molecular weight form . 
vSTL «L. 1990; Lomhardero^M^ _ 



■ — ?BB9/087 fr° m * e 

Abbreviation* CD, jj*' ' A«n-««?»f 
A; H?LC t hlaU-pc^™^ b pNQase f, Peptide 

3^1-/>^«n^fTv Wa CI P H 7.5; TFWS, 
SOtnM Trir-Ha buffer. 0.5 U Nacu p 

triauoromathanesulfome a£Jd - 



tapper <I 1? 8 °; P 010 ^' d/ " 1991' Chm et «l; 

ms Sanchex-Mon^ -« ^ W .^dn- 
of both the glycosylat^n a» ^ ^ 3t ^ p«- 
tUture are often -^^JJ function of ^ 
fonned iu order to clarify lo ,T 
moiety in the allcxsetuc «>d *« 

Scovery in ^ L ^rre^^ for 

ttlatively low 3 « 3l ^ f f m ade this r^arch 

detecting the glycosylated fo™^^ whole sequence, 
SficulL So far, the ^rtruuauo* of tte 
from dther the mature prolan or » det<rr mmc 

nucTeonde segment, K^^SSkO^ « aL ' 
Su^glycosylauoa^f^^J^g glycc 

1991). Methods recently ^^J/* ^ identiacatlon 
Sacs at the sabnanomol ^^jS^tat 
of the carbohydrate attachmen c a»ol _P ^ ^o^p 
J £• amoanta, and the *□ dy of A^role cadon 
5 Se molecule. **?Z 
of the AFC-SjM* 1 1 udy *rf 5- ° f ^ 

sacs ss&» i ** 



MATERIAL AND METHOD ^ 

o/Ole e f ^^^Uer g on 

Ote^ a-r^ ^^TtSllSract and the 

A* ?tt f preparation of the ™ previously 
pur Motion of Ofe e I ^^"S protein concen- 
dacribed (ViUalba « Ltcr^ned W «mmo 

tra uou of the punficd aUer?en «as «t 
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acid analysis and speetrophotometric measurements by 
considering an extinction coefficient (0.1'/- w/v. Ion. 
280 nm) of 0.90, Protein and peptides (Mnmol) were 
hydrolysed with 0,2 ml of 5.7 N HC! containing 0,1 /o 
(w/v) phenol, at 105*C for 24 far, m evacuated and scaled 
tube$. Hydrolysates were analysed on a Bcckxnan system 
6300 amino acid analyser with an analog interface 
module of System Gold. SDS^PaOE was performed 
according vx Laemmli (1970) in 15% acrylamide gels. 
The prowin band* were detected by mining w*h 
Coomassie Blue. The relative amount of different 
protein components was estimated by gel scanning on a 
Beckman qpectrcphotometet equipped with the 
corresponding accessory. Protein bands were electro- 
pboretically transferred to nitrocellulose dieets ofl a 
LO Novablori 2117 Electrophoretic Transfer Unit 
(LKB) at 1 mA/em* fox 1 hr, according to To*bin ei al 
(1979). 

Carbohydrate analysts 

Glycoproteins and glyeopeptides were detected 
on nitrocellulose membranes (Hsi ft *L after 
either ejectrophoreric transfer From polyacrylatiude 
^els or direct applicarion. TO nitrocellulose membrane 
was soaked in a blocking solution OTBS/2% poly- 
vinylpyrrolidone) for I br and' then h* 05 ^ JJ™ 
biotinylated-Con A lectin (10/xg/ml) m TBS/2/* 
polyvinyipirrolidone for 1 hr. Aforvards, the membrane 
was washed with TBS/0.1% Tricon X-100 and incubated 
with Vecta'stain ABC reagent (avidine, biotinylated- 
HRFO) (Vector Laboratories) 1 J 400 diluted in TBS/1 % 
polyvinyipirrolidone for 30mln. Bound lectin* wre 
visualized by the HRPO reaction with 0.05% (p/v) 
3 r y-diaminobeimdine-Ha, 0.03% (v/v) HA * TB S 
foj I miiL 

The evaluation of the carbohydrate component was 
performed by two different photometric assays: 
acid hydrolysis and colorimetric rcacdon with 2,2- 
bicinchoninic acid (^affen^duaudt and Jaenicke, 1987), 
and periodic acid treatment and reaction with basic 
fucsin (Mantle and Allen, 1978). p-Glucose and oval- 
bumin wex* ascd respectively as standard for these 
analyses. 

Mass spectrometry 

Timc-of-flight plasma desorption mass spectrometry 
was performed on a Kompacc Maldi IH laser spec- 
trometer. A pulse width of 3 ns and 23 shots were used. 
The spectrum was recorded at an acceleration voltage of 
20 JeV. The data were obtained in a Sun SPARsianon for 
processing. Insulin (5737 Da), cytochrome e (12>3S7 Da) 
and cytochrome c dimex (24,774 Da) ^ used as mol- 
ecular mass markers. The molecular mass of the carbo- 
hydrate moiety of the allergen was calculated from the 
difference between the experimental values obtained for 
the glycosylated and the non-glycosyjated forms- 

Chemical and txxywVic J* s fyc**ylation of Clc C J 

Trifluoromethanewlfonic acid (TFMS) treatment of 
OU t I (1 mg) was carried out for 2hr at 0*C (Sojar 



and Bah! 7 1987). Enzymatic deglycosyjation of the 
aUergen was performed with PNGas* F (EC 3J.2.18, 
Boehrin*er Mannheim). Ole t 1 (1 mg) was incubated 
with PNGase F (20 units) for 18 hr at 37*C, in 0.5 ml of 
lOOmM Tris-HCl, pH $A containing ImM phenyl- 
methylsulfonyl fluoride and 1% (w/v) n-octylglucoade, 
Degtycoaylated protein was purified on a Shephadex 
QJ2S *uper&w column (1 x 28 cm) equilibrated in 02 M 
ammonium bicarbonate pH 8.0. 

IjfXtmmological assays 

A pool of hypersensitive human serum samples, 
obtained from individuals selected from a larger 
population, which had the highest radioallergosorbent 
test (FAST 34) against olive tree pollen, was kindly 
provided by Dr C Lahoz (Fundacion Jimenez Diaz, 

Madrid). . 

ELBA inhibition assays were performed as previously 
described (Menende^Aria* ti aL, 1990) with minor 
modifications. Microliter plates were coated with 0.1 ml 
per well of native OU c I (1 pel*® in PBS, and blocked 
with 3% normal human serum in PBS. Then 100 pi 
sJiquots of olive pollen hypersensitive human, serum (1 \ & 
dilution), co-incubated with different concentrations 
of the inhibitor, were added and incubated for 4hr 
ai 37 H C Binding of the human IgE wa<a detected by 
HRPOJabeled goat anti-human IgE (Nordic Immu- 
nology) at a 1 : 1000 dilution in PBS/1 % nonnal human 
semm/0.05% Tween 20 and substrate. 

For immunodetection, the nitrocellulose sheets with 
the transferred or dot blotted samples were equilibrated 
in PBS/0.1% Tween 20 for 15 mixu After blocking with 
3% (w/v) sHm milk in PBS/0.1 % Tween 20 for 2hr, 
membranes were incubated with the hypersensitive 
human serum (It 8 dilution) for 20 hr. After washing, 
HRPO-labeled goat anti-human IgE was added at 
1 : 1000 dilution, in PBS/1 % akim mflk/0.05 a /« Tween ZQ, 
and incubated for 1 hr. The peroxidase reaction was 
developed in PBS as described above, except in the case 
of the dot blotted samples, which were visualized with 
ECL Western blotting reagent (Amersham). 

Spectroscopic analyses 

Ultraviolet-absorbance measurements were carried 
out on a Bccbnan DU-7 spectrophotometer at 5nm/5 
scanning speed in 1 'cm optical-path cells* 

Circular dichroism (CS) spectra were obtained on a 
Jobin Ivon Mark in dichrograph, fitted with a 250 w 
xenon lamp, Samples were analysed in 0.05 cm opucal- 
pazh cells, at a protein concentration of 0.1-0 J mg/mL 
The spectra were recorded in the far ultraviolet 
region, at 0.2nm/s scanning speed. Mean residue 
weight eUipticides were calculated baaed on !U astne 
average molecular weight per residue, obtained from 
the amino acid composition, and expressed intent ot 
•m (deg^excm a xdmol- , X The reported CD values 
were the average of five independent detcrminauons. 
Secondary structure estimations were performed oy 
computer analysis of the CD spectra according to the- 
eliipticity values of Bolotina ^r al. (1980). 
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AU the samples vera prepared in MGffi-Q"^ ™* 
and centrifuged on a Beekman fflicrofuge prior to being 

used. 

Proteolytic treatment and sequence deierwMtion 
Tryptic digestion of ih« reduced and «tboxyami- 

descried (MenendfflrArias <rf., 1^S8>. RadloaiKyHi 
fio^qWamide) allergen (30nmol).wa S incubated 
& trypsin « 1/100 weight «-^J «£■ 
0.2 M ammonium bicarbonate for 2br, 
insolubk material was detected after ^ treatment U£ 
digested sample was chrornatographed on a mm*. 
SSm equipped with a Nucleoli *"XtaoK 
column by using a gradient of acetonitnle n 0.1 A 
tSluoroaiic acid. The eluent was 
rored at both 214 and 280 nm wavelengths- An-*g* 
A %) of each collected fraction was. analysed for both 
presence of carbohydrates and IgE recogmfcon by the 
procedures above described. 

P Automatic Edmao degradation of the Single glyco 
peptide (0.8-1.0 nmol) isolated from Ok « I 
Sormed on an Applied Biosystems model J^7^ 
fencer. The resulting Pb-y^M^ a ^ 
add derivatives were identified by usmg a model IOTA 
on-line phenylthiohydantoin-analysec and tb e standaxu 
Applied Biosystems program (Hewick <r cL, 1W 

RESUME 

j^tWm^n «^ «« 

watery o/Ole e / - 

The SDS-PAGE pattern of Ok « I shows the four 
banda (18.5, 20,0. 22.0 aim 40.0 kDa) descnb ed by 
Wheeler el aL (1990) as thereacdvc forms of the : major 
olive pollen allergen (Fig- la). The component of 20, 22 
and 40 kDa contain carbohydrate ^. S, ^^J£ 
stained for sugars by the Con A lecun method after the* 
tranter to nitrocellulose membranes (Fig- W J" 
bands of 18-5 and 20 kDa are the mai D L' omp , 0 ^" a 
the allergen sine? the other two forms (22 and 40 kDa) 





Fig. I, SDS-PAGE analysis ofjM) ^&5J2£ 

Brilliant Blue staining and (d, e. f) Motmy btt^C *A> * 
bg. Five MS of protein was applied in eachl«e. M, molecular 
mass protein markers (BioRae). 



1« 18 W 
Mass Qct>a) 

fig. 2. Mass spectrometry analysis of the olh» poI l« «■ 
The sample (20 pg of protein) "»« *ssoh-ed "» £ 
WoaeeL add and driad over a muittsampte slide. G, 

forms of the allergen. 

present less than 5% of the total protein, bawd o* The 
SSTfrom the densitometry scan of the gel*. Among 
S "o mdn bands, the relative amount of die 6^ 
one (20 kDa) is 80-S5% of the total allergen 

(F Tbe Irbohydrate component of Ok e I represents 
3 JSrTof the total nis of the protein, accord^ 
w the phepmctric Wjhte.n^J^^ 
(w/w) of the main glycosylated vanant (20 0 _ kDa), wnicn 
would correspond to a molecular mass of about 1.0 kDa 
Z Te tSydrate moiety. Mass spectrometry analysts 
of fee olive pollen allergen gives a ^ 'ff ™!f c f 
17 9 ± 0 I «d 1« ± 0-1 respectively fortbe glyco 
^ and non-glycosylated fonnj (Hg. 
molecular mass of UkDa a deduced for th* caroO 
hydrate component of Ok e I by ^f**' ^ MS 

Chemical treatment of native Ok el TFMS 
results in extensive deglycosylabon of the molecule as 
Zin by SDS-PAGB and biotinylated Con A Jtwnmg 
it lb e)- The absence of stained bends m the presence 

fVbiotinyiated lectin attest, 
TFMS ueatment, Moreovet, no carbohydrate con^ 
is detected by photometric assay of Ok * \ ■«£ 
13 Qetc ^ J , * TFMS unspeinncally 

this deglycosytahon wttwtf. Tjw rgr linkfid te 

removes oligosaccharide molecules N- and O-nnJcea 
S^mS wiftoa ? any proteolytic ^Jhe app^ 
S molecular mass of Ok e I treated -th tht ^gent 

lU^AtMti for 
Sotppears at l^l^K 

ment, and it can be attributed to the deglycosyi 
of the original 22 0 kDa band. ^ 
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is completely deglycosyiated during this enzymatic 
treatment as deduced from Fig. 1, sine* sugar-seamed 
bands do not appear on the SDS-PAGE of the treated 
allergen- This result indicates that only H-Iinked carbo- 
hydrates are present h Ok c I A weak band also 
appears at 19J-2CUJkDa, 03 occurs after the chemical 
treatment. ' 

Secondary structure of deglycosylaud Ole e / 

The circular dichroism spectra in the far-ultraviolet 
region (200-250 cm) of the TFMS- and PNGase F- 
treated OJe e I have been recorded, and compared with 
that of the native protein (Fig. 3), Both the enzymarically 
deglycosylated and the native allergen exhibit identical 
spectra. This indicates xhat the secondary structure 
of the protein is maintidncd after this dcglycosylation 
treatment. Secondary structure analysis of the allergen 
reader* 1X9% a^helK 29.1% /3-strUctnre, 22-7% 
0-turus and 353% aperiodic structure, expressed as 
percentages of the overall residues in th£ polypeptide 
chain- However, TFMS treatment of the allergen greatly 
changes the protein conformation ^nce the periodically 
ordered secondary structure almost disappears (Fig. 3), 

IgE recognition 

SDS-PAGE> electroblotting and iirnnunostaining 
e^perimentfi were carried out in order to assess the 
rccognidon of the deglycosylaied Ok e I by the IgE 
present in human $era from olive pollen hypersensitive 
individuals, As Fig. 4a shows, the four Coomassie- 
fftained baudb of native Ole e I specifically bind human 
IgE. Howver, the TFMS-treated Ole c I is not recog- 
nized by these IgE antibodies (Fig. 4 ty This latter result 
1$ in agreement with that obtained from the EUSA 
inhibition experiment, where no complete inhibition 




Fig. 3. Far-TJV circular dichroism spectra of (-) native and 
PHCasfl F-ireaied Ole e I and (- — ) TFMS-trcated Ole e I The 
spectra were recorded irj PBS, pH 7.2, at2S*G A concentration 
of 0.3 mg/ml of protein was uatd. Circular dichroism values arc 

fcxpwssed in terms of 3, mean reside weight eMpticity, in units 

of degree x cm 5 x 4mor ' . {%) CD thcorcticaJ xaiues deduced 
from die secondary structure determined according to the 
reference parameters of Bolodna *i aL (I960). 




Fig. 4, Itnmunoblotting of (a) native, (b) FNOase F- and 
(c> TFMS-treatcd Ok « L Olive pollen hypersensitive human 
serum and HRPO-labded goit anti-human IgE W*r* used. 
Xwo Mfi Q f pro tain weto applied In each laae. 

of native Ok c M$E interaction is achieved even 
at high concentration of the TFMS-treared allergen 

F { *- Sy , - • - 

PNGase F-treated Ok € I retains antigenic determi- 
nants since it w recognized by hypersensitive human sera 
after electrophoresis,, transfer and immunostaining 
(Fig. 4b). However, Che respond of this de^ycosyktcd 
allergen to the IgE antibodies is decreased in comparison 
to that of the native allergen. In fact, lOJbld higher 
concentrations of enzymarically deglycosylnied protein 
than that of native allergen are required to obtain 50% 
inhibition in the ELISA competition assay. 

Ammo acid sequence ai ihc glycosylation fit* 

HPLC of the tryptic digestion of OU * I allows 
the separation of 20 peptides. Aliquota (1%) of each 
isolated peptide were tested for sugar recognition with 
•bioiinylated-Con A. Only one 'peptide gives a positive 
reaction (Fig. Th* amino acid composition of this 
peptide- is; Asxs, Thr 3 , Gly. Val, Leu, Phe, Lys v Arg. 
Thi5 peptide was sequenced by automated Edma* 



loo r 




n c Inhibitor 

Fig. 5- Inhibition of IgE binding to OU * I-coated ^Us by (•) 
nadve, (») TFW$-tr^tcd 7 and (A) WGase F-crcated OU e 
I. Inhibitor* ^ere added aft*r cc-inenbatfon ^th the human 
scrum, and binding was determined after addiuon of HKPO- 
labeled gcatand-huraan IgE. Standard devlanon* were under 
5% for triplicate samples in all die assays performed. 
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degradation and the primary structure found was 
FK1NTV (-)GTTR. A gap appears at the seventh 
position during the Edman degradation, which would 
correspond to an Asx residue bawd on the above amino 
acid composition. Moreover, Thr was observed at 
die ninth position. It is well known thai Afin-X-Scr/Thr 
is a consensus sequence for the attaching site of 
carbohydrates N-imked to polypeptide chains. There- 
foie Asn would be at the seventh position of the 
peptide. Thus, the proposed amino acid sequence at 
the glycosylation site in the olive pollen allergen is 
FKXKTVNGTTR. 

Finally, this tryptic peptide was directly applied to 
a nitrocellulose membrane and immunostained with a 
pool of olive pollen sensitive human sera. The posiUYe 
reaction observed (Fig. T) suggests the existence of 
an immunodominant epitope in this segment of the 
allergen. 

DISCUSSION . 

The involvement of the glycosyl moiety of proteins in 
multiple biological fractions of gjycoproieins,. i.e. the 
intracellular transport, the turnover rate or the protec- 
tion against proteases, as well as its wntributionto the 
conformation and antigenicity of the molecule is well 
known (Rademacher ef aL, 198$). However, the knowl- 
edge about the particular role of the carbohydrate 
component in the allergcaidty of glycoproteins is scarce, 
since only a Few molecules have been studied from this 
point of view. Preliminary analyses about the properties 
of the oligosaccharide portion of several glycoallergens 
have demonstrated allergenic implications for this group 
flfilsen and Smestad-Paulsen, W6; Weber el <d. t 1987; 
Sward-Nordmd « al. r 1988; Duffott et aL, 1991)- Jn e 
major allergen from olive tree pollen was suggested to 
be a glycoprotein (Lauzurica ei aL, 1988; Villalba er a/., 




Fig. 7. Recognition of the tryptic glyeopeptide from OU e I 
ftwpdde 10 in Fig. S) by hyperwsMve human serum- 
Dot biers of (a) the tryptic glyeapepdde (0.3 mh). (W a non - 
gjyconylsted tryptic peptide (peptide 20 in F'g- «) (O.s/i© as 
negative control, and (c) a^t.OU e T (0-2 MS) as r H3S,uve 
control. 



1990; Lombardero er al., 1992). Now we have analysed 
this possibility and studied the potential involvement of 
the carbohydrate in the allergenic recognition. 

The olive pollen allergen mainly erists as two, glyco- 
sylated (20 kDa) and non-glycosylated (18.5 kDa), vari- 
ants as occurs for other allergens such as Api m 1 from 
the bee Apis mellifera (Weber « at, 19%7). The glycosy- 
lated form of Ok e I has been identified as a con- 
canaval'in A-binding glycoprotein. Photometric assays 
and mass spectrometry analysis of the native allergen 
give a molecular mass of 1.0-1.3 kDa for the' carbo- 
hydrate moiety. This value is lower than thai deduced 
from the SDS-PAGE analysis: a mass of 1.5 kDa is the 
difference between the apparent molecular waghts of the 
glycosylated and the non-glycoaylated forms (Fig. lb). 
This discrepancy may be explained by the contribution 
of the carbohydrate moiety to interactions of the glyco. 
sylated protein with the polyacrylamide matrix, resulting 
In an apparently increased molecular mass. The effect is 
frequently observed in the electrophoretic mobility of 
thi3 kind of heteroproteins (Peterson, 1981). 

The calculated molecular mass of the carbohydrate 
moiety accounts for six or seven monosarxbaride i unto 
of the most common hexoses present in Asn-hnked 
glycans found in vacuolar plant glycoproteins, sneh 
as tf-acetylglucosaroinc, mannose, fucose or xilcsa 
(Laoriere et aL, 1989). Moreover, the positive swung 
of tho glycosylated allergen with triotinylated-Con A 
indicates the presence of mannose in the, structure of the 
carbohydrate of Ok e I since that lectin is specific for 
this monosaccharide. 

Only one carbohydrate group is present » the wee 
I molecule. In fact, only one sugar<ontainmB tryptic 
peptide has been observed. The sequence analysis of this 
peptide indicates the presence of a Asn-glycosylated 
residue in a consensus sequence for ^-glycosylanoo. 
The PNGase F treatment, specific for N-lmked oligo- 
saccharides, corroborates this kind -of attaching site 
for the sugar since this enzyme completely removes the 
carbohydrate of Ole el. , 
Enzymatic treatment of the allergen Ok e I wtfh 
tf-glycosidase F removes the sugar group and produces 
a polypeptide derivative that apparently conserves the 
original secondary structure. Moreover both glycosy- 
lated and non-s^osylatod variants of the allergen are 
recognized by the olive pollen hypersensinvc human 
SC ra. Hence, the conformation of the polypeptide chain 
of Ole e I seems to be independent of the presence of 
the carbohydrate. Moreover, the deglycosylated allergen 
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• maintains chc specific IgE competition capability against 
the native protein, although with a diminished affinity. 
These results would indicate that the glycoprotein has 
allergenic determinants of both types, dependent and 
independent of the carbohydrate moiety. 

On the other hand, the CD spectrum of the TFMS- 
treatcd allergen reveals a complete loss of die native 
conformation of the protein. Thifl effect can be 
attributed to the chemical modification of many amino 
add side chains, such as the oxidation of sulfur- 
containing residue^ as described for the ovine luteinizing 
hormone (Edge et at., 1981). This result would contrast 
vdth the observed data for feniin (Sojar and Bahl, 1587) 
and PartetarJa Judaica allergen I (Polo et al., 1991), 
which conserved the overall periodic secondary' struc- 
tures of the polypeptide chains after TFMS deglyco*yla- 
dom However, fetuin does not contain Met nor Cys 
residues, -which could be oxidized by this reagent. 
TFMS-treated Oh e I has lost the specific IgE-binding 
ability both in solution (ELISA assay) and undet im- 
mobilized form (electrotransfer and zxnmunoscaincd), 
which is in agreement with the altered protein confor- 
mation, and suggests the existence of conformational 
allergenic determinants in the protein. 

It is remarkable that the single trypdc glycopepcide of 
OU *Ib recognized by olive pollen sensitive human sera, 
Tlzis would indicate the existence of an epitope in this 
pan of the molecule. Further analyses are required in 
order to adscribe the IgE binding ability to the amino 
acid structure and/or the carbohydrate moiety of the 
glycopeptide. However, the enzymatic deglycosylaicd 
allergen, which maintains its native conformation has 
partially lost the IgE recognition capability- Hence, the 
sugar group seems to influence the affinity /or the IgE 
antibodies. Moreover, the molecular mass determined 
for this sugar is enough to induce antigenic responses 
(Fern and Childs, 1985; Frenner et ai, 1992). In this 
regard, it is well known that oligosaccharides have 
a marked effect in the antigenicity of glycoprotein* 
(Alexander and Elder, 1984) and many differentiation 
antigens of noxpal and neoplasia cells are oligosacchar- 
ide determinants rather than peptide determinants of 
glycoproteins (Feta and Childs, 1985). 

In summary, olive tree pollen allergen bears a smell 
carbohydrate group that sccma to be involved in the IgE 
recognition of the hypersensitive human sera. This group 
could be responsible for some of the immunological 
cross-reactions observed be ween olive pollen allergen 
and other proteins from oleaceac, even with allergens 
from unrelated pollens auch as from ryegrass or 
couch grass (Baldo *r d. y 1992), due w the relatively 
restringed diversity of the oligosaccharides from plant 
glycoproteins. 
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uCTH nns AND PRODUCTS 
FOn FOR CONTROLLING IMMUNE 
RESPONSES IN MAMMALS 



SUPPLjMEiiTAL- 



Honorable Commissioner of 

Patents and Tradem^s 
Washington, D.C. 20Zcn 



Sir: 



.^onyM. — do^ydeCareandsayasfCows: 



, .„ , he above-identified application and I make this 
, , am the co-inventor named ,n the above ^ 

— - rts; r zz : z - - ~ <■ - 

jevnikar dated September 27, 183a, 
(hereafter "the first Jevnikar Declaration ). 



2. 



, hav 'e read and understood the Office Action mailed on December 2 . , 999. 



<o 91 28 31 -36 and 53 - 55 under 35 
3. The Examiner has rejected cla.ms -2 . . ^ of Tobin 

U.S.C. § 103(a), as unpatentable over Lam , . t aL (U. ^ . . ^ ^ 
e.a l .,U,P.5,4T5,0sa)or — -^l..,.^^^!-- 
alS o rejected claims 19 - 21 , 28. et a , (J virol , v . 

et al . in view of Tobin et a., or « rk et ^ c|aims t 5 _ 10 , 19 - 

6 4 p , 530 (1990)). The Examiner has furthermore reiect 



=c „A. r vi 11 S C S 103 (a), as unpatentable over 
21 , 28 , 31 -36 and 53 - 55 under 35 USA § I J zhang ^ ^ 

L ernmar k et a,., Tobin et a, We,ner et has a , s0 

(PN AS, V. 38, P. 10253 (1901), ,n v,w - Th ^ ^ ^ 

rejected claims 1,5to 10, 19 ^ - • ne tal.. WeineretaL, s 

U.S.C. 103 (a), as unpatentable ever Lernrnar et a, Tob ^ ^ ^ 

Zhang et a.., and Lament et al. (Immunclogy, v. 66, p. d ». 
al. and further in view of Carrington et al. 

,,, mp)a i a nd Tobin et al. were set out in 

p 9 „ kI ,< (o of that Dec aration. 

al. and Zhang et al. in paragraphs 11 - 12 01 

« I ,rnmarK et a, discloses the cloning and expression of a DNA sequence 
6 . Lemma* a ^ ^ mi pMl0n of 

ending a , a|s0 suggests „ purified recombinant GAD 

re0 °: X parenteral inaction or orally, to induce immunoiogical 
can be used, eitner Dy pctic: a i re adv mount ng an 

tolerance to GAD au.oantigen in patients pred.sposed to or already mo 

immU T:i:re«rhowever, dearly did not conceive of producing GAD 

Lernmark et al., no , administering p | a 'nt material containing 
recombinant* in transgemc plants and adm, ster ng p 

=h nn orallv to produce immune tolerance. Lernmare 
expressed GAD orally pr purification of the protein 

^expression as evidenced, for example, by .he following 
* T " Ln g DNA constructs of the present invention are then 

"election of a medium appropriate for the paracuwi 

O t^nary s« in the an" (coiumn 8, lines 40-47); and "the human slot cel, GAD 



o r « >w - 601 Within this context there is provided, in 

chromatography- (column 8, lines SB - h ^ e ^ ce „ ^ 
th e passage referred to by the Examiner, a shopping 

including plant cells, for in yjtro sca , e duction the 

B is stated a. column 2, lines 64 to 67 hat ^ ^ for 

expressed human islet cell GAD polypeptides can 

example, immunoaffinity purification". ession of an antigen , 

.^ssssssss-: 

containing the expressed antigen to a subject. 

6 Lamonl et a,, discioses the oral administration of ovalbumin to suppress a 
systemic immune response to that of aR antigen 

Th ere is nothing in th,s «^^^^L*n of plant materia, 
such as GAD in a transgenic plant, followed by 
ccntaining the expressed antigen to a subject. 

, in the Office Action of December 2, 1 999, that she has 
The Pvam ner notes in the UiTice molium . 

7. The txaminei jevnikar alleges that 

GAD produced in plant materials H ^ 

— d -rr -ti _ — - 

.mm P xoressed in E.coli". The Examiner indicates mat exn.o 
recombinant^ expressed n ^ fay expresslon 

Jevnik ar "^^^2^^!, in plants and (2) further ,ac k s 

Z7:Z 2 Z;::, . confto, - n— (exlract) from a transgenic 
plant not expressing GAD. 



8 Firstly with respect to point 1 , the firs. Jevnikar Declaration a serfs, at 
2 4 that "the inventors have found unexpected* that eMtenal 

paragraph 7' ^ ' _^ ffiusa e &&£mMc stimulated a greater proliferative 

S2 «^^tSs=^ed recount mouse GAD 
response of GAD P ^ ^ ^ afe a , s0 djrected 

" Delration did no, compare purified GAD ohtained by piant expression w,th 
obtained E. expression; hence, no such comparative data are 

provided. 

9 With respect to point 2, concerning data comparing T o* responses to plan, 
material containing expressed GAD with T celi responses to control plant matenal 
material containing v ran the attached Exhibits 1 and 2 provide 
from a transgenic plant not expressing GAD, the attached 

such data, as will be explained in more detail below. 

, n Exhibit 1 is a summary of studies published by the inventors in Nature 
Medicine v. 3, pp. 793 - 796 (1997), in a paper entitled -Transgenic plants 

autoantigens fed to mice to induce oral immune tolerance", a copy of 
which was filed with the applicant's response dated January 5, 1998. 

, 1 ,„ accordance with the protocol set out in Exhibit 1 , NOD mice were treated 
orally either with plan, material (potato slices or tobacco leaves) containing 
expressed mouse GAD or with M materia, obtained from empty vector- 
transformed plan.s (potatoes or tobacco). After challenge with purified recombinant 
mouse GAD by foot pad inaction, spleen cells were removed and examined for their 
: 1 proliferate response to purified recombinant mouse GAD (pun rGAD or a 
Levant antigen (ovaibumin). As seen in the RESULTS section of Exhibit 1 , 
when animais were treated orally with control plant material from empty-vector 
fransformed plants (PM). their spleen ceils showed proliferation in response to. 
purified mouse SAD bu. no. to ovalbumin, indicating an immune response to GAD. 



d in animals treated orally with plant 
This immune response to GAD was suppress ^ ^ ^ ^ ^ 
material containing expressed mouse t to fte 

no proliferative response to purified mouse °£*~> QAD with oral 
-i--- --t^S: re— ^.--^mentaswe 

tolerance. 

. haH in Exhibit 1 show that plant material containing 

12 . The studies descnbed >n Ex ^" lhe , mmune respons e 
jessed GAD. administered or* s - ^ ^ 

of a mammal to the autoant,gen GAD, th.s etteo 

of oontro. plant material from empty-vector transformed plants. 

nf an experiment similar to that described 

13 . Exhibit 2 attached shows the results of a x * ^ 
inExhibi,2ofthef,rsUevni k arD— ^ 

Exhibit 2 (P age 2/3) is in fact a = ^ ^ ^ Declaration. Figure 2 of 
presented with a logarithmic Y ax.s 

attached Exhibit 2 (page 3/3) now shows ^ '^Z protein, MHO Cass II 

E . 1 and 2 show that when mice are primed with plant material 
14 . Both F.gures and 2 show ^ both (o 

oontaining °^™^ UGAD) and to p,ant materia, containing 
purifie d -"JJ^^ l e J onse to PGAD is much greater than the, 
" Pre Te to ^0 Fi re 2 shows that, in contrast, animais primed with plan, 
^ e^l a -si not expressing GAD C-AK) showed no response to 



6 



• ic HiH however show a proliferative response to the plant 
MGAD These animals did, however, snuw a h 

H containing expressed GAD (PGAD); since these animals are not sensed 
,o mouse GAD as indicated by the lacK of response to MGAD, thrs response to 
PG AD indicate; the T cel, response to plant proteins or other constituents other than 
the expressed mouse GAD. 

1 5 These resuits indicate that a smali fraction of the T ceil response to PGAD 
challenge seen in PGAD-primed anima.s is liKely due to plant material components 
other than the expressed mouse GAD. The greater magnitude of T cell response of 
PGAD-primed animals to PGAD challenge, whether compared with the response of 
the same animals to MGAD (as in the Figures 1 and 2 attached) or with the 
response seen in MGAD-primed animals chalienged with MGAD (as seen in Figure 
1 attached), indicates that there is an unexpected synergistic enhancement of T cell 
activation when GAD-reactive T cells are primed with plant material contaimng 
expressed GAD. 

Although the absolute levels of T cell proliferation observed vary somewhat 
from experiment to experiment, the highest levels of proliferation were always seen 
in cells from PGAD-primed animals challenged with PGAD. 

16 As indicated in the first Jevnikar Declaration, T cell activation is a prerequisite 
for the induction of immune tolerance, including oral tolerance. A T cell initially 
engages with an antigen when the antigen is presented to it by antigen present.ng 
cells leading to transmission of a first signal within the T cell. Depending on the 
presence or absence of further costimulatory signals, the T cell may progress to 
proliferation (immune response) or may become quiescent and unable to respond to 
the antigen (immune tolerance). Enhanced T cell activation, as seen after 
administration of plant material containing expressed GAD, can be expected to 
contribute to enhanced immune tolerance when subjects are treated orally with plant 
material containing expressed GAD, as described in this application. 
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17 . Althou9h xzzzz**** 

administration of plant mafenal from transgenK :p ^ ^ ^ 

no, presently Known, it seems reasonab e to ^ « As no(ed at paragraph 
plant material contrite to the observed syne ^ ^ components , 

have been described as having nun ve been iQ 

~+ h ic interest no to note that pwi u 
to the enhancement. It is interesting |L 4 B 

e ii a a nd 11-13 from human basophils ana 
induce secretion of IL-4 and IL i Qf ^ 

a Key cytokine in the mediation o, immune ,o er nee 9 ^ 
im mune system towards a Th2 T cel. response (Haas 
v. 29, pp. 918-927: copy enclosed). 

w „ s of Lam et al and Tobin et al., whether or not supplemented by 

18 . The teachings of L am e at an ^ ^ ^ fae 

the teachings of Lernmark et .I. and/or C — ye neither (he 

combined to arrive at ,e present mven on, as d- ^ ^ 

— S * Wen 7l:^: he " i I - — regarding oral 
mammalian autoant.gen, nor the add.t,o supplement the 

teachings of Lam, Tob n Urn ^ could fae 

that plan, materia, containing P' 3 "^ S e or that such material would 
administered orally to produce .mmune tolerance 
produce enhanced T cell activation. 

. hprpin of mv own knowledge are 

19 . , hereby declare ,ha, a„ statement made he - 0 y ^ 

lrue and all statements made on in— - «e ^ 

:::::: : S£ « - *. u- — - - «- - ui fa,se 
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I Li i 



thereon. 




EXHIBIT 1 



Page 1/1 



Exhibit 



Protocol 



^.3^ materia, (potato slices or tobacco .eaves) containing expressed 
mouse GAD (PM + GAD); or • 
p ,ant material control (empty vector-transformed plant) (PM) 

Qipn? AmjcmchaJJenG^yJpot^^ 

; ^MT^G^edinE. coli and purified (pur. rGAD) 

of purified recombinant mouse GAD produced in .fe go. 



Step^ Bemovaj 



olspjemcejlsj^^ 



isolaieAs^IemceJlsjA^ 



rfiAD, ovalbumin or medium') 



RESULIS 
nral Treatment 



CMllsnge Antigen SJmjilatior^^ Results! 



PM+GAD 
PM+GAD 
PM+GAD 

PM(control) 
PM(control) 
PM(control) 



pur.rGAD 
pur.rGAD 
pur.rGAD 

pur.rGAD 
pur.rGAD 
pur.rGAD 



pur.rGAD 

ovalbumin 

medium 

pur.rGAD 

ovalbumin 

medium 



(spleen cell 
proliferation) 
no proliferation 
no proliferation 
no proliferation 

Proliferation 
no proliferation 
no proliferation 



* Summary of 



results shown in Figure 2 (a) of Nature 



Medicine 



paper. 



J 



EXHIBIT 2 



( 



Page 1/3 



mSSSi ™n R 7 was Prepared recombinant in £ col and purified (MGAD). 

Mouse GAD67 was preparea described in this 

Mou se GAD67 was aiso .pressed in ^ ^ (p6AD) was 
eppiication, and a plan, materia, contarn, £ < 
prepared by crushing ieaves in buffer , ^on waa determined by 
debris by centrifugation. Totai prote,n concentrat.cn wa 

SPeC 'Ts«r7ant materia, was prepared from transgenic tobacco expressing 

MHC Cass „ ^ r^l^ 2 , - S pg o, CAD (50 pi vo.ume) or 
500 pg of PGAD plant merer, ,, fied with an equal volume of 

500 ixg of l-Ak plant material (50 pi volume) w 

into each 

incomp ,ete Preund, adjuvant (IFA, Sigma C = c MO a , ^ ^ 
hind foot pad of 6 to 8 week old female non-d,abet,c NOD m 



was used as control. removed and 

The mice were killed a«er "J^^^^ , 96 -we„ flat 
a sing ,e eel, suspension was prepared Th ce ^ 
Pottom plates (Becton Dickinson, New ersey £ ^ 

with 3H,hymidine (1 ,Ci/we,i; DuPont-NEN, Boston M )^ ^ 
f „ ter 1 , h late r and counted in a li^ — Ce „ pr0 „n is 

Gaitesburg, MD). The results are shown ,n the attached g 
expressed as counts per minute + /- standard deviation. 



Page 2/3 
Tevnikar Declaration 

Figure 1 of Exhibit 2, Supple 
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kar Declaration 



Fig 




EXHIBIT 3 



Eur. 



..•i- !fT1 m u nDl.lS9S.23:8l8-927 



and IL-13 from human basophils 

MSnchon, Garmany 

nose a potential trireat to 

pti n. t= seer** iu-4 ^ ^ va ,| n A. lentil lectin. P h ^°^^ n 9 ^ a ' 'a |L-^ 81 c«V 

£ ral at th» lectin,, ^"J^ Uin. Triggered D»cpM- JJ ^f^o stimu- 

cannons of up to n9/1^P ^ ^ctin-inducea re vaalad tmt lectins 
raxed me rsieasa of IU 13 ^ fl r£Sp& cT,ver, ■> *«' n ^2Sj JT E Ending as initial 



Key words; Basopnii/IL-WUctin 



1 Introduction 

The patncecnan^ 2ft££ 

parutuiy understood, us tawaias :nB T h2 

of IUH WIIl uiraot an ° e prodMctlon of IH. 

IU-5 and IU-13 W IJ« * * le dga exists ebouttnosa 
Howler, only ***^££J2 about lha nature of 

wnen appropriately «m£ taa cyP D3S0 . 
cans [in xne mou^l, f**"**^ responS 8 tne pro- 

auction af sarly ^ ► «► J£ ^ con - 

Tact with an .mmunogen mawi 

[I 168991 



raptor .MDM: 

f 3 c?v« moorfiad Duicmoco* mao w m 



0014-2930/36/0303-31 BJl 7.S0, 



.50/0 



oeing *a source ^ >arty IL* • ^ ril n fl 9 candl(Jate3 . M 
,nnatB immunity, oa^apn ^ 1 r whBraaS eosinophils 
Tney «- rich sourc^ ot n ^ ^ 

or masters proouce moderate i ajw ^.^^3 

nomine, jauKotnanes and |U 13 an* 
mecnanism [4. a-10). 

ceM -f^.^pCSSSUi- and monooyre,. 
secretion of cytokines oy lyr 1 h proC1 _ 

Uacns are ingestion of 

UC : 5 such HMW *• g D E. m ediata a aliarg.es.. fn* 
taouma seeds can ead to igc afQ pe3 . 

m3i or legumes ™ a »fJ*"™^ reactions have also 
nut, and *0VPe«*. J^S^. Sy , e et ^ and 
c&Efi oDserved to peas u 3 ^ „ derl „ oa 

tonus [121. Moreove . w "^tarm* *as found » 
from trie Jack Dean (Canada 

C wluEY-vCH vertaQ smpri. u BO^ 



Euf., Immunol ,^B. 29; B1B-927 



Lara. oWf IBCtjHS ^£ C3 , 1S D5^, 
n^m.ne release trom )g6 pSi 

p^Plv v>a tj"**"*^^ a,so trigs- 
101< we reasoned mes ' ^ nypmnw*. 

SSi^pl*" * num B n ^ * 

2 Results 

from basophils inouccd by Con A 

Pr.im^ «W£ ^s^ti^To 
w basophil CTn ' 6 r? 0 nrfSnB for simulation. doae- 
Petecm.na optima, co^ta B 1^ w|th Can A. 
response experiments were p n i 

SJU "f^JS^^Sa^s around n ^ 
of ^ waS found at Con 7 . con ^ we of 

tr an Ql n B trom 0.2 » « £M an cornparat3 ie dcso- 
4 n . m ma same sat of wpwffj^ S3 of 

rasponsa curve was "^^^tfngffcmOAV 
mine, wan an optimum ^J? c ?ner lectins 

OP Pnasea/us ^; n ? n T{7« viewed similar results 
Samoucus niSre assign (SN« J firBEllmu . 

Ued in pamiiel «™ ^^'^^^^Tf ^7 1U . 4 rdeaac ranged 

from 0.DQ24 to 0-012 ln mn iar terms. 

J ra , aBd from 0.0024 to 0M ^ ^ n]gner corv 
maximal reiease of Lot i madiater o. axpla . 
canvations of Con a MPrfJ<«'J ^ may ^ 
nanon for this ^^ c ° °^uZ, amHQc 

antiood.BS are >k» ™ f ^ d| . tf y fcrBd oetween 
MWapad aose-rasponse curv ;na regiQn 

Indrvduate. tney [f vB ^ n ^ le towards me lectin* 
at , (iM. S,nce the reaartw i B ono craaf j ma g- 
*aa r0 tner D-ad. ^Q ™* * ^ 
niW dB of concentration. ^ M ragaraiess 

crt oiffarances « "^^Saw* response may 

. nt Con A stimulate wera assessed 
Next. Kinetics ot Con A J rap . Qiy Trlgaare d 

(Fig. 2). Sim*r to W^Jf |aw8 , oe ,n Q reacned after 
raiaasa of 1L-* tha P ,a ^ Qf 1L -13 eor«,nuea attar 
4-6 n. m contrast, proouction oi >^ 




»»» 

Stimulus (hM] 



'doae- 



^nderd incubation ^ J J^^n. studied, 
mediatorreleasma capacity or 

2 • m production upon stimulation with Con A 

irritetBS with ta-opWI PUf»V 

«h Rfl i oniv Ov basopniis. ceils con- . 
S,nce il^ la prod^d noi ' °^nVcou>d n Q * addi- 

tional source of tecun * ,nd "^ l urit y between B2 
tnrc S ^^ a ^S 5 p S^nal1:ad^ 

ttans) witn Butologous r ON ^ _ « Upon ell tnree 
not trom other can types- 
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220 H» H^as fit al. • - 

k ^ a DfcArSfioties of tfia lectins tesied in tma study 
W i. MoiacuW masses, subucnt compound carpohv^a 6 p ! a^^ 



Lectin 

A/acms fyposaea {peanulj aggiulinin 
^/TocarpuS intognfofia aggluTin»n 
(Jacalln) 

Camvafa ensiformls agglutinin 

Daru/a stramonium agglutinin 

frytnrina coamaWmfl agglutinin 
Gtycma ma* (soybean) aggiuWiln 
HaJtr po/nar/a agglutinin 
(.ans cu//nanff argglutinm 

PhasaotuS vulgaris erywosggl^mln 

Phawotus vulgaris leucoAggiurlnin 

Pisum sativum agglutinin 

Pliiota p/umosa agglutinin 

Rkiruj* commute agglutinin (12& kDa) 

Samtmcus rug/a agglutinin 

Tmicurn YUlg&r* Iwneat germ) agglutinin 



PNA 


120 


4 


AlA 


AS 


4 


Con A 


1U2 • 


4 


CFA 




4 


DSA 


as 


2 


ECA 


60 


2 


SBA 


110 


4 


rlPA 


79 


. 6, 


LCA 




2 


pha-6 






PrtA-L 




4 




43 


4 


PPA 


55 




RCA,* 


120 


4 


SNA 


140 


, .4 


WCA 


3fi 


2 



Gai.ftV3 GaiNAc ojfl- > tanruruU £-Gai 
Gal GslNAc a- and a-qai 

Terminal a-o-Man/a-D-Gic, orancneci . 
mannas*, cara of complex bianxannary N- 
glycans 
GalNAc 

Terminal or internal (G)cNAc jii -4 GjcNAcW 

» Ga) fiH GlcNAc residues 

Gal GlcNac, Gal SIC, and &-6al 

a,p-GBlNAC> a^-Gai 

a : GalNAC 

B -D«Man ana a o-Gic reslduos. fucofiyUted 

core i*gion of and tnaniannary N-glycans 

BcsBCtaa N-glycans, Man al part of 

jri- or tfitra&m&nnary N-giycans 

Gal P1.4 GlcNAr pi. 2 [Gai (31.4 GlcNAc pi, 6] 

Man 

a-O-Man. a-o-GIc, fucasylaTBd core region of 

bj* and tnantenn37 N-glycan* 

Terminal a-o*Gal residues 

Torminal p-oGal *siduas. a2-6 claryiation 

late rated 

NhuKAc a2-6 Gal/GaiN^c 
GlcNAc Si -4 GlcNAc pi -4 GlcNAc 
>GlcNAc pi -4 GlcNAc > GlcNAc > sialic 
acid 



2-3 It-S enhance* Ccn A-induced IU-4 
production by basophils 

FctRl -3 anhancad in ma prasanca of IL-3 [4 . To 

Mn, basopNs from aight donors were ^laWd w.tf 
con A -n W presence and flbsance pf IL-3. As shown * 
F, g 4 Con A- and «rtriflE*ductd IH P^' 0 " 
slS«r«y anhanced by IU-3. sugaring an invoiva- 

IL-3 ps^ sa stimuteW the proauo^on flf by to£ 
onJs ai levals as nigh as muse induced by F CfcR ' c ^ss- 

was performed without aaditian of 0.-3- 



2 4 Loctina tfiffarentially Induce th» release at 
IL-4 and IL-13 from baaophHs 

A panel of 16 leciins with a orood. ranee of sugar spaci- 
l£i (sea Tanlel for oompnatlon and *>ff™* 
waS inwfit.8«M ^air oapac-ty to induce £ ^ 
of il-4 and IU-1 3 from basophils. T^a effeci of »cr . leenn 
Jh atudied on oasoph.is from al tea* n» oJ«J 
donors. Fig. 5 shows results of a Germination of 

Remartahly ttia lacfcns d,tfereo cons.deraoly .n tne.r 
oTaS^ InSuca ;na n^aaaa o, « ftjjyj^nj 
Con A tans cuinaria agglutinin (LCA), PHa-E, P/sum 
S?,^ % 9iu«nin IPSA) ana SNA effecwdy - mduetf iu- 
^ whTrell otnar lectins ft. ^^^fS 
acgiut,nin (At A), Cod/um /fflgi/a aaflMmm (CfA). ^y 



Euf J: Immunol; 1999. ^^a- 927 
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wr .e release; m-san t SO], 

« induced ov ^iMTXSSSSiS 
communis agS^nln 18C*^ • nlstamine 

Seen reported to ^5^ n ^«rf£»rsllBl.»*» 
not av^iuabie flufl w ie now Wnen ^ 

cytoK.no ' i^ySlSn of weopni* 

compared l^ n ^"? dl £, * ltn out actual symptoms 

ons^a slanrffeont d f •rjgj * "J Q n oo5)i aut mis lectin 
not *nown), eecepi S ^Jf ahiofl to **. secretion of 
n ad a lew acsolura erred. n »a* , Jactins . 

r^SS tor a« — • 

^putative inaction ~«~ «-»» 

and IgE IF S ) 

- mti .h «/iin a carbohydrate- 

a»»a w^-J^* ^ g.ycan company of 
awr release. The SH»*W" 




Basophil Purity {%) 

Sophll rt^JK-PBHC ana aim; 

mJrSia'au: ei u*» crimen*)- 

- ; a ,„E<PSl has been aeiatminedpo. 21J. Two N- 
myaioma igE {?s I nas e Q&scrlbea an this igE the 
unked 9'vcantypas^^ «^ e type> CoiV 




„, CD n Adduced IH production by 
nated witll 1 UM Con ft, u -^' a{ 1 Q-ng/ml H.-3- 
imaan x SO). 
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^ 1MB 

8" 



icgfl 



1 



M3 



I 




2 



M « 



. .1 



(AlA. CPA. SBA, H PA h r* «< K . fl glycan 

no not Una P^-^l^^T^ no *» °n 
is dBsialyiated; sea FlQ- BJ. I nsro a r f 

me prucisa glycan amcwa £ ^^^"n.,^ 
,t e notewortny :na ™ M ^ rS betwean [22] ig 
ttoni fa quiia "^JT^S^S^ «^ 



SNA 



ConA 



ton 



aU 







- Gal i 








ton J 









Nan 



: I •"•>•» . 

Ftf — JStcilAc ^' 

a US "J" pi J* 
AW 

* * i •rtin-rfiactwfe sequenca tlamama on trie com- 

araI . compa**" (PS) may 
of polyclonal igE- 

2.6 Binding of lactic W myeloma l 0 E as 
assessed by afflnoblottrng 

lose membrane. an« inbw.wa^ „ H T rt n h^nris v/Qre 

Apart from IgE. no s^rvr '^n^^f -^ 
dtneaed (date noi sho*n). in F.Q. MW * QV£ral i 
l 9 £ Prions ^ 

binding pawrn of lectins * a™" ™ prtA . E< BCAia 
19 E. strong bmomg was found pHA . u 
and SNA. modern ^9 f«^' w 

aia. CPA, SBA, , enviro nment. ma same glycan 
sequence can na«3 anew possible w 

raiaase from ouoj**; OJ a. c wfffa QSA 

U. PSA. SMA ana \WGA IPS- S J- 1 



Eur. J, Immunol; 1996-23: 918-927 



IL-4- and iL-13-lnaue!nQ tectins 923 - . 



; erf I ,< ' B ' S, 

— -Pi ',W+H S£,P9 

cyioWh^ftt 0T na:iua af- 

ferent accessibility 8l ™ 9*= RCA ,,a •« no: 

D ouna igE versus « w ^ t d "^Scgraund binding in 
.ncMx* in tne rift* due to n,g ° " bind 

to igE upon -^^J^J^ Shbo. One lectin, 
PPA, nan lime or named J^SS«, tfgg*- 
PNA, altnaugn nagati we oy s _ PNA 

Rioter release J> « ««« W ^ J ^ lhBr ^ ore 
oniy intaracts with terminal (pS) _ sincQ 

R fc hot exacted to tww ijff* ^ w ^ cr 

serum IgE reactive des |flIyiatB<l >gE m reapa-- 

xlva donors. TaKen together, me ■ f Iac . 

— fun ?' X "SSn of *«in- 
una suggests a roie or 19c m « 
induced mediator relaaea. 



3 Discussion 

certain Plant lectins, in contrast to 
Hare we repon mat SQ , L _ 4 ana 

others, can trigger human Pa^P^ £ and 

,u-na. or the ia i«*ns f^' J D ^ ose Dnia ,nad oy 

SNA induce IU-4 "£2^*^ w,th MghlL- 

emulation wttnami-igE en af |L _ 13 md 

4-induona opacity ^ W S ,S or nfi*nfl ;IW 
Histamine, whereas > 6CT ' n * ^\ ' „ induee the oiher 
,nduan 9 "T^^SfX ^ war, of flfr 
maaaiors. Our oata ' WW elfacx of 12 lectins 

on nist.rn.no r = ^ ps> oniy one lectin, 
lectins mat wera btvraiw w 



D u * . ; s naariv negailve according to Snipasak, at au. 
^^nSS. ^ indue- the re.*** « « tnraa 
mediators. 

^ mochani *m by which lectins waaer oasophita to 
™ m SS^nQtcomplateivunaarstood Consid- 
release media or M « P ificitiQ3 recBgnl2£ d 

' DV I f ^i^es QO oasopn.13. several, not mutually 

pS, 161. Ram ^2 " ivcrosa-iinKtnis racaptor ac- 
inus, lectins «JJJ2^ 6 U ace moi.cu.es on oaso- 
t,ns could < isc ■ engaa* n_ ^ medi _ 

^'.iS 12, V£" "Son upon ligation ,n the P re 5 - 
al ,V^f IL-3 HO . Since il-4 producxiQn upon orcas- 

namintf ^Jjamj ' L 3 ^ 0 ur findings iflg. 4) ara 
t d£ or -ndirac invo.vement ot FcR, 

inConA-induceo .U-4 production. 

hfln comoonng tna modiator-infludng 

C3 ^Tps se en of 55* e Vl aant Pinomg candidatss 
,a iflE (PS1. . ^ w 9 n pronounced medlar 

moucng P^? n 7' * n J^ w ^ 6 stem rogic" °1 N- 
F or tnis ^/^f^^^ln contrast, tnara was 

9,yC , in 1 ^rel ie o mediators in n^sponse to W CMM. 
minimal or no release OI r iw ongosaccnanoe 

components of * _t werfi p Sri0 rmed. 

lectins to 1QE. atfmepwnina B ^ tnaorettca! con- 

Tw.rreaMlB^^^^^X ^und to 
5i d e rat.ons: P^ t,y m fl ' y .^^7ogBtper, tness r^uns 

.emonstrata , W ^ nflucC ralease of 

lectna to |g6 parallels ™ e,r J* , = u pe involved 

in laCTin-inauccd meojawr raia aep i aiea of surv. 

^ lgEi nd ^g^SS^ distant 

tdaxa not ■^-^t^~ci* ions to desan- 
t;vatfi d via _ant.- BE .n on paTnway . ma results 

sitae ine pccni-mcoifl^ Trrtf , Tmeni a |<j not only 

lrt u ^o7 Tnara Is cireumstantfll e^iaon 
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especially .n ibqu ^*SSa2Sflfl9 °« » *** 
iectins a: considerable qwn«» ^sp * are 

apparently narro»». c _ w or ^property eookad 

rB p Kidney pm £WJ°£ m | Qf ^ at this legume 
l0 do ma.nly due to PHA. me ma i i ySiem , ca n v 
speces [28]. in ,JS of ih» aUn <ntra- 

aB60rtieq ft* «JJ^Sf3 fl i LSn if Pound to 

B««* ^" 22 proportion olnds W D»ood 

serum glycoproteins, a sm«i pr h ^ CQfT|fl 

apparently nontoxic jooo i mfl muCQ5a 

Sea rsaginic antibody former, [14]. 

; dty iriggar.U.-* ana mon Vtvve^y.nges, 
human oasopnil* -i Con f w ' ouVfood tn.s agues 
Md* at suDStant,* ^ a rote in 

r n ™ sr. * £2 - - ^ 



Em, J. Immunol. tS93.SSL.9ia=9»- 

lnn « ca- setvaiyias 3-i0 ana servalytas 4-6 from Serve, 
wSaw/SSKw: nflWW- memory 

^Lnvtonospnme from Sigma; swnie round-bottom 9ar 
w 11 f SSI from Nunc RoaWida. OenmBrtv Muuna 

lgE were g.Tts Trom Dr. K. ^ c ^' Dt tt ^ 

(Cnanes university, P^^^^^sidW-rn. 
Dr. C.G.M. Wagnusson (KarolmaKa insunno, 

SweaanV- is £ ( pE >- 
4.2 Blood oonoro 

"° |U,M °' S . S T 



4 Materials and methods 

Rtiflgants and matanala 

, tibio il wbe irem Sigma. Deisen- 

nafen. Germany- ^ oel fl! ect,n sr 9 id WGA) aa *«n aa 
Con A, DSA, PrtA-L. ^nanilbooy tam 

pnoapnatasa-iaDo^ m ^S^ l ^ a nr\^.nyia^ 

AlA. HPA. LCA ana / l /iurji/i] pamciHln ond.sirepw- 
m o a .li*o P^f^^^K , GB FCS from Boan- 
mycin were from e»o« BRt, p rt „ Gflr msny, 

ringar Mannnalm: Ficon ^gj^ p^^rg, Car- 

magnetic o^aas fnam ^.'J^OT Gonsyma. Cam- 
na nt human (m) *M R&D Sy 5 t e m5. 

ADln 8 o°n. GB: polyclonal raoon an ' ^ p antr 

Jf n .U> from ^^ar^ 
human Fi°" B aCW " a • "^ L^ .done JES1Q-SA2J. 
lclone « ■"TSSStS No 2D692D1 «en> 

SpS»^^ 



4.3 Purification of baaophila 



" ' „ rfrfisd as aascnoad pratfiousiy [6]. Briefly. 

B»aoph.iav»a«^ad as^«cn^ j conTnfugfid on a 

220 ml fresniy drawn EOTA warn CBUS 
sopar =tad by «un;aT-curran t d suD . 

baaopnils) 

4 4 Lectin stimulation ot bawphfls 

axpoaaotoxnadiflBfantresgon^ ^ lQng; 

tlons- lectins Of not siaiad « nBrw,h "»- ' J ^ as a con- 

alalia rouno-ootrom as wen jii ^ rnatgrns were 

n^la.f.ao ^pnara J^*^ * 
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4.5 Detomtlnation of IL-4, IMS *n* niawmina 

Cytc^as ware u^m ffi^SflR 

mouse WTO-WL-13 rn AD (1 . woo o^ Dr ^ 

Trial. ln ^ fc ^f o^nyiatBd r* anti-n.L-4 mAD 

XS^SiorS anal wh.cn vpe p»c« 
• ^ K «,m Sepwvldin-aihafina phospnatasa 

Hon Tt SSaSI bSjE eo m.n. Tnan the cnrcrno- 

HC '' 0,1 M ^f;l m «"afnm.Cian a«l .ncwPaoon 
absorption was ru>a at tus nm r 

a wnailivlty of 50 p^mi an u PP 

Huorimatrlc M'^J^'Stof aacti tube was 
many). Tna ^^^^SS.^St ,n tf» sum of 

^rrjp^ 

ructions |6 Snown. 



IU-4- and iL-13-infludna leains 925 _ : 

pry Pinning for 3Q mm a, oa^ort* ps). Aftar Dioang.ro 
!)YrSu ose membrane was mcuoared in 0.1 M • Tna- 
LSSeKpn 7.4, CDS * (Wv, W«, 

20 tor DWQKing frw prdte,n oinamg SM». For aetpclion of 
SrUnydrata rnoletlas. membranes were Incubated ovfr- 
Si m Cm temperature wrch solutions of the labeled ice- 

m nToV RCA - {1 '10 Q00| SNA p » 1 anQ ' WGA 

-. 000) ECA n • 0 OQO). HPA p :50), LCA (1 A SB* PSA 
; PPA HO 000), SBA (1 ;E QOO) and PHA-E 

^™ ^bodv n 10 000] ana tenons of &owytttM 

K?^^^ ^? flifl nDl fits 

0 IgE J> al»w" dr nap*** negative 
sp Soil of lectin binding » IflE w«a asc ™ e ^ f 0 ^: 

St t~6 inKtorfon axpann-ntt .n W6 prince of as^taiutn 

22 .5SSn :8 0001 was used for <W>on of , S E. 

Acknowledgements: Wo ifiapK J- Woinu-TaDPa, E.T 
raaSTal and M. Ernst lor neipiul dtacus&on as we 
ar?B— n . A. Srcnow and B. Bn**R*nn for tna,r 
Dxcol^ni xepnnlcai auppart, 



Excepllons ware CFA. ECA SBA. r»« _ pmvl0u3ly 

aescnud [311 ^^f^J againST PB S ana saiaswd 
war6 f^ M |t ^^\; Q l fl m caroonaia. B-ot.n-N- 

suHacda was added « *TJ" a rtn> ^ ^^ure 

W3S incuoa^d for « n * room > W« ^ 0TinVlstfifl lec- 
aaann PBS ph 7.yv jmg* « 4 ^^ff^ Aflin0 . 
Hns ware divided into B ^ W8 J^^ tfM)ftd ,hese 
p,oc nation p ? ^^Xp^^^ 
wwaans {final lacim c0 ^ n ™^. n ( S^ PPA3 or i : ao D00 

active. 

4.7 SOS-PAGE and atflnoblotdng 

Tna ****** - ^^Sb5S?SS 
T + H, PE arn wLj |WJJI -gJJ c P L cn ™,on of S HiMn 
to tno mntned of uaammi. l-=J ^ l subM . 
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IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

In re Patent Application of 

Anthony Jevnikar et al. 

Application No.: 10/005,073 

Filed: December 7, 2001 

For: METHODS AND PRODUCTS FOR 
CONTROLLING THE IMMUNE 
RESPONSES IN MAMMALS 

DECLARATION OF ANTHONY M. JEVNIKAR 

Commissioner for Patents 
P.O. Box 1450 
Alexandria, VA 22313-1450 

Sir: 

• I, Anthony M. Jevnikar, do hereby declare and say as follows: 



1 . I am a co-inventor named in the above identified application. 

2. I have read and understood the Office Action mailed on October 8, 2004 
(the "Office Action"). 

3. In the Office Action, the Examiner has rejected claims 52, 59-61 , 63, 69- 
91 and 95 "under 35 U.S.C. § 112, first paragraph, as containing subject matter which 
was not described in the specification in such a way as to enable one skilled in the art to 
which it pertains, or with which it is most nearly connected, to make and/or use the 
invention." Office Action at 2. 
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The Examiner has argued that the claimed invention is not adequately enabled 
because ". . . results in mouse models do not correlate with results in humans. 
Whereas tolerance has been repeatedly induced in mice, the identical/equivalent 
methods have not worked in humans 1 '. Office Action at 2. 

This rejection was discussed during an Examiner interview on January 18, 2005 
in which I was present, During the interview, the Examiner had indicated that three 
documents referred to in the last Office Action dated February 10, 2004, namely, 
Marketletter 1999; Goodnow 2001; and WO 02/53092 supported the notion that it has 
been repeatedly shown that results in mouse models do not correlate with results in 
humans. Furthermore, the Examiner asserted that there is in fact a lack of efficacy and 
indeed, danger, of administering antigens to humans in attempts to induce tolerance. 

. Firstly, the Marketletter 1999 Newsletter appears to be a newspaper publication 
and may contain errors as it is not a scientific publication and is thus not peer reviewed. 
For this reason alone, I would not consider this document to be a reliable scientific 
document. In any event, this newsletter clearly states that Colloral had failed in Phase 
III development not because it had no effect or because it posed any danger to human 
health, but rather because the effect it did have in human clinical trials was not 
statistically significant enough to warrant further spending on late phase clinical testing. 

The document by Goodnow et al., is an overview of self-tolerance pathways and 
is not a description of a specific experiment that is designed to induce tolerance. In fact, 
the last sentence of the abstract that the Examiner cited is directed to the strategies 
noted earlier in the abstract which are not the same strategies as currently claimed and 
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described in the subject patent application for which I am a co-inventor. The statement 
in Goodnow et al. regarding the unpredictability, is in fact directed against the use and 
mechanism of action of corticosteroids. 

WO 02/053092 discloses a method of inducing immune tolerance to plaque 
associated molecules such as LDL, beta-2-GPI and HSP in humans. The Examiner 
refers to page 23 of the description to assert that the inventors of the '092 PCT 
publication conclude that "oral and mucosal tolerance cannot be deduced from antigenic 
activity in conventional immunization, or even in vitro results and must result from 
extensive empirical experimentation". It should be noted that this conclusion in the "092 
PCT publication is with respect to a summarized description of prior art that does not 
involve any oral antigen presentation by the oral administration of plant material that 
contains the antigen as is the case in the presently claimed invention. 

Despite the prior art summary discussion on page 23 of the '092 PCT publication, 
the inventors of the '092 PCT publication proceeded to overcome the described short 
coming of the prior art with their invention. The '092 PCT publication ultimately shows 
that immune tolerance can be accomplished. 

It is clear that these documents do not address the method of the subject 
invention for which I am a co-inventor which is a method for suppressing or reducing an 
immune response by administration of an antigen as is expressed and contained in a 
plant material. 

I further disagree with the Examiner's statement that oral tolerance has never 
before been successfully demonstrated in humans. Oral tolerance to protein antigens 
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has in fact been demonstrated in humans after antigen ingestion. Attached hereto as 
Exhibit A is a copy of a paper by Husby et al M Oral Tolerance in Humans, The American 
Association of Immunologists, 1994, pp. 4663-4670, that clearly demonstrates oral 
tolerance in humans. More specifically, this work demonstrates the suppression of 
peripheral T cell responses to the protein antigens KLH, after oral administration of 
KLH. 

Oral tolerance has also been demonstrated by the administration of Type I 
collagen to autoimmune patients with Systemic Sclerosis. This was demonstrated to 
induce significant reductions in levels of INFyand IL-10 in stimulated peripheral blood 
lymphocyte culture supernatants, indicating that T cell immunity to collagen was 
decreased by oral collagen administration. This study is described in McKown et aL, 
Arthritis & Rheumatism, VoL 43, No.5, May 2000, pp. 1054-1061 (Exhibit B). 

These two representative references support the fact that oral tolerance can be 
induced in humans and support the assertion that oral tolerance can be useful 
therapeutically. 

4. . A NIH clinical trial has been recently concluded which involved orally 
administering insulin to children at high risk for developing Type I diabetes (Diabetes 
Prevention TriaM, DPT-1). Unfortunately, detailed results of this study have not yet 
been published. However a summary of the results in a subset of children with the 
highest levels of anti-islet cell antibodies that received oral insulin has been personally 
communicated to me by Dr. Noel MacLaren, an international expert in autoimmune 
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diabetes and participating investigator in the DPT-1 trial. Dr. MacLaren is currently a 
Professor of Pediatrics in the Department of Pediatrics at the Weill-Comell Medical 
School. Dr. MacLaren was formerly at the University of Florida, College of Medicine. 
The oral administration of insulin significantly reduced the development of diabetes in 
the 5 years of the study in the subset of children with the highest levels of antibody to 
insulin. This study demonstrates the benefit to those at the highest risk for the disease. 
Additionally, a publication by MacLaren et al (New York Academy of Science, in press, 
2005) demonstrates oral insulin also has a beneficial effect through oral tolerance in 
patients with established Type I diabetes. 

Again, the results of these studies further demonstrate that oral tolerance can be 
induced in humans. 

5. The Examiner has stated in the Office Action that the previous 
declarations that I have executed and were previously submitted in response to the 
Office Action mailed on February 10, 2004, admit that the experimental evidence 
provided therein was "unexpected" as thus seen as "an admission of the unexpected 
nature of the instant inventions". This is not the case. The use of the term 
"unexpected" in those declarations was merely to state that until the development of the 
present invention, one of skill in the art did not contemplate and thus would have not 
expected that an antigen could be successfully produced and administered in the same 
plant tissue which could then be orally administered. The presently claimed invention 
provides such a method. Accordingly, the presently claimed invention provides for 
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"unexpected" advantages over the prior art that were not previously realized; such 
unexpected effects were due to the fact that plant-derived antigens could be expressed 
in plants and administered orally such that the antigens are not adversely affected by 
digestion and thus can be more effective in vivo. 

Thus, the plant could be used as both the expression vehicle and mode of 
administration for the antigen and this was never before contemplated. 

• 6. The Examiner's assertion that the results provided in my two earlier 
executed declarations were just as or (more) likely due to "the specific animal model; 
the specific disease model; the specific antigen; or the specific transgenic plant species 
expressing the antigen" is unfounded. The experimental set up described in my two 
earlier declarations demonstrate favorable and beneficial results in mice. The 
experimental set-up is a credible in vivo model that is often used by those of skill in the 
art. The results provided in my earlier declarations clearly support the instant claims. 

7. The Examiner has asserted that the animal data of record is not sufficient 
to satisfy the enablement requirement. However, as the Examiner stated during the 
above-noted interview, human in vivo data is not in fact required for enablement under 
United States law. 

The animal data which has been provided in the present application would clearly 
be understood by those of skill in the art to support the use of the claimed methods and 
compositions in humans. In the case of both mice and humans, immune responses in 
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lymphocytes upon in vitro challenge to a specific protein is similarly attenuated or 
changed following oral administration of the protein. No qualitative or quantitative 
differences are found in the pattern of cytokines released or T cell activity and so mice 
and humans share a common biological response to oral protein antigens. Importantly, 
the NIH data in diabetes represents the clearest link yet between an autoimmune 
mouse disease model and autoimmune human disease, as both respond to an 
endogenous autoantigen protein that causes spontaneous diabetes. 

8. The Examiner has rejected claims 52, 59-61 , 63, 69-91 and 95 under 35 
U.S.C. 103(a) as being unpatentable over WO 92/07581 in view of U.S. Patent No. 
5,484,719 ("the 719 Patent"). See Office Action at 3-4. WO 92/07581 discloses a 
method of suppressing an immune response by administering cell extracts from a 
donor. This reference does not teach any type of oral administration involving the use 
of any plant. The '719 Patent discloses expressing viral, bacterial or fungal antigens in 
a plant as a method of vaccination against harmful pathogens. This invention would 
only be useful for vaccination against pathogens which is a completely different use and 
thus method to that presently claimed. The presently claimed invention is not directed 
to vaccination to prevent any type of infectious agent. Thus, the 71 9 patent is not 
relevant to the presently claimed invention. Vaccination to pathogens using oral 
administration of pathogen antigens represents completely different mechanisms for 
beneficial effect to that of immune tolerance to the endogenous proteins involved in 
autoimmunity. One of skill in the art would not be motivated to combine the teachings of 
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these two references and, even if combined, it does not permit one skilled in the art to 
arrive at the methods claimed in the subject patent application. 

9. I hereby declare that all statements made herein of my own knowledge 
are true and that all statements made on information and belief are believed to be true; 
and further that these statements were made with the knowledge that willful false 
statements and the like so made are punishable by fine or imprisonment, or both, under 
Section 1001 of Title 18 of the United States Code and that such willful false statements 
may jeopardize the validity of the application or any patent issued thereon. 



Date : February 8. 2005 




EXHIBIT A 



Oral Tolerance in Humans 

T Cell but Not B Cell Tolerance After Antigen Feeding 1 



Steffen Husby, 2 * Jiri Mestecky, f Zina Moldoveanu/ Stephen Holland,* and 
Charles O. Elson 3 * 

Departments of *Medicine and + Microbiology, University of Alabama at Birmingham, Birmingham, AL 35294 

The purpose of this study was to investigate whether oral tolerance, defined as Ag-specific immunologic unre- 
sponsiveness after Ag feeding, could be induced in humans after prolonged Ag ingestion. Eight adult volunteers 
ingested a total dose of 0.5 g of keyhole limpet hemocyanin (KLH) followed by subcutaneous immunization with 
KLH. Eight controls received only the subcutaneous immunization. In the group fed KLH, there was a significant 
reduction in KLH-specific T cell proliferation (p = 0.04) and delayed skin test responses (p = 0.07) to KLH. KLH 
ingestion alone did not induce significant levels of Abs in either serum or secretions. However, after the subse- 
quent subcutaneous immunization, the number of circulating IgG and IgM anti-KLH-producing cells, the titers of 
serum IgG, IgA, and IgM anti-KLH Abs, and the titers of IgA anti-KLH Abs in saliva and intestinal secretions were 
significantly greater in the KLH-fed group than in the nonfed group. We conclude that KLH feeding induced 
systemic T cell tolerance, but B cell priming, at both systemic and mucosal sites. These studies support the concept 
of using Ag feeding as a treatment for certain immune-mediated diseases. Journal of Immunology, 1994, 152: 
4663. 



The environmental Ags from food and microbial 
flora are in constant contact with mucosal surfaces 
and provide a continuous stimulus for the entire 
immune system. Although a common result of such stim- 
ulation is the induction of mucosal and systemic immu- 
nity, an alternative outcome is a state of unresponsiveness 
or tolerance (1, 2). The term oral tolerance refers to a state 
of systemic unresponsiveness to parenteral immunization 
that is induced by previous Ag feeding. Oral tolerance of 
both humoral and cellular immunity has been convinc- 
ingly demonstrated in rodents fed a wide variety of Ag 
types (3-8). In several experimental autoimmune diseases, 
such as experimental allergic encephalomyelitis (9-12), 
coilagen-induced arthritis (13, 14), and experimental au- 
toimmune uveitis (15), autoantigen feeding has blocked 
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induction of or ameliorated established disease. In some of 
these models, such Ag feeding has been found to induce 
CD8 + T cells that secrete the cytokine TGF-/3 upon Ag 
reexposure in vivo (16, 17). These results have prompted 
an interest in the feeding of autoantigens as a therapy for 
human autoimmune diseases (18, 19). However, attempts 
to induce oral tolerance in some species, such as rabbits, 
have been unsuccesful (20), and it is unclear whether this 
approach could be effective in humans, in whom the ex- 
istence of oral tolerance has not been clearly demon- 
strated, although suggested (21, 22). 

The purpose of this study was to determine whether Ag 
feeding of humans induces oral tolerance of either the T 
cell or B cell compartment. We used KLH, 4 a potent sys- 
temic immunogen, because it is a novel Ag to most indi- 
viduals, and it has been used safely in humans to assess 
immunocompetence. The strategy was to feed KLH to a 
group of volunteers; this group and another group not fed 
KLH were then parenterally immunized, and the ensuing 
systemic and mucosal immune responses were compared. 
T cell responses were assessed by a proliferation assay and 
by skin test reactivity to purified KLH. B cell responses 
were assessed by ELISA for IgM, IgG, and IgA anti-KLH 



4 Abbreviations used in this paper: KLH, keyhole limpet hemocyanin; 
ELISPOT, enzyme-linked immunospot; SI, stimulation index; NC, nitrocellu- 
lose; SFC, spot-forming cell; EU, endotoxin units, 
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ORAL TOLERANCE IN HUMANS 



FIGURE 1, Protocol of feeding, oral Tolerance Protocol: 

parenteral Immunization, and 

testing used in this project. KLH KLH p 0> KLH p.o. KLH s.c. KLH s.c. KLH i.d. 

p.o, = 50 mg of KLH was admin- j I | 

istered in gelatin capsules per os , , , ^"1 I ,1 I . 

daily; KLH s.c. - 100 W of KLH Day: | M M M | I I I I I I | I I I I I I | I M I I I | I I I I I I | I I I I I I | I I I I I I | 
injected s.c; KLH i.d. = 10 /xg of 

KLH injected intradermally as a « I I I I 

skin test. Samples for testing were | | III 

obtained as shown: a, peripheral a,b,c b,c a,b,c b,c a,b,c,d 

blood cells for ELISPOT and pro- 
liferation assays; b, serum for 
ELISA; c, intestinal secretions and 
saliva for ELISA; d, delayed skin 
test responses. 



Abs in serum, for IgA anti-KLH Abs in secretions, and by 
the ELISPOT technique for Ab-producing ceils in periph- 
eral blood. 

Materials and Methods 

Volunteers 

A total of 16 healthy volunteers were recruited for the study; 8 of the 
volunteers (mean age 28 yr, range 23-37; 6 males and 2 females) took 
part in the study as the experimental group. The other 8 subjects were 
included in the control group (mean age 27 yr, range 21-36; 7 males and 
1 female). The study was approved by the Human Use Committee for the 
University of Alabama at Birmingham. Informed consent was obtained 
from each subject before participation. 

Experimental design 

Fasting volunteers of the experimental group ingested 50 mg of KLH in 
gelatin capsules on days 1 to 5 and days 15 to 19. They were then 
immunized s.c. with 100 /xg KLH on day 25 and boosted with the same 
dose on day 36. The control group underwent the parenteral immuniza- 
tion only (Fig. 1). Samples of blood, saliva, and intestinal secretions were 
obtained at intervals for assessment of immunity. Blood samples were 
taken by venipuncture before the start (day 0) and on days 10, 25, 36, and 
44 of the study. Secretions were obtained before (day 0) and on days 25 
and 44 of the study. An intradermal skin test with KLH (10 ^g) was 
applied on day 44 and read on days 45 and 46. 

Keyhole limpet hemocyanin 

KLH as a freeze-dried powder was purchased from Sigma Chemical Co. 
(St. Louis, MO). For oral use, 50 mg of this preparation was packed into 
gelatin capsules, which were filled with lactose. For parenteral use, this 
preparation was dissolved in pyrogen-free saline and passed two times 
through a polymyxin-agarose column (Boehringer-Mannheim, Mannheim, 
Germany) at a concentration of 4 mg/ml. This treatment diminished the 
endotoxin content of the KLH preparation from approximately 1100 EU/ml 
to below 10 EU/ml as confirmed by Limulus assay (Whittaker, Walkersville, 
MD). The preparation was filter-sterilized, aliquoted in pyrogen-free saline 
plus 0.001% merthiolate, and stored at 4°C until use. 

Cell isolation and purification 

Heparinized blood was diluted 1:2 into Dulbecco's PBS (GIBCO BRL, 
Grand Island, NY), and the mononuclear cells were isolated by gradient 
centrifugation over FicoH-sodiurn diatrizoate (Organon Teknika, Durham, 
NC) in 15 ml tubes at 2000 rpm for 20 min, the serum-Ficoli interface was 
collected and the cells were washed in Dulbecco's PBS followed by RPMI 
1640 (GIBCO BRL), supplemented with 10% FCS (Irvine Scientific, Santa 
Ana, CA), 100 U penicillin/ml and 100 /xg streptomycin/ml. The cells were 



counted, adjusted to 5 X ltfVml, and used directly in the ELISPOT assay. A 
T cell-enriched fraction was prepared by rosetttng with 2-arnino-ethyli- 
sothiuronium bromide-treated SRBCs, prepared as described (23) except that 
the resetting was allowed to take place overnight on ice. Cells at the plasma- 
Ficoll interface were removed (E~ cells) and the T cell-enriched fraction (E + 
cells) was prepared by lysis of the SRBCs (24). The E + fraction typically 
contained 60 to 80% of the total number of cells. The E~ cells contained 40 
to 50% monocytes as measured by the esterase stain for monocytes/macro- 
phages (25). E" cells were irradiated at 3000 rad before use as APCs in 
culture. 



T cell proliferation assay 

Sterile 96-weIl microliter plates (Costar, Cambridge, MA) were used for 
cell culture. Quadruplicate wells were prepared with adherent APCs by 
the incubation of 100 /it of 10 s E" cells/ml for 2 h. The wells were 
washed once with medium and the T cell-enriched (E + ) cells were added 
at 2 X 10 6 cells/ml. Replicate wells received KLH (10 /xg/ml), PHA 
(Sigma Chemical Co., 2 pg/m\) as a positive control, or medium alone as 
a negative control, The plates were incubated at 37°C and 5% C0 2 for 2 
days for PHA responses and 5 days for KLH-specific responses. The 
wells were then pulsed with [ 3 H]thymidine (Amersham, Arlington 
Heights, 1L) at 0.5 ^Ci/well for 6 h and harvested on nylon filters; cpm 
were measured with a liquid scintillation counter. The results were ex- 
pressed both as a stimulation index (SI), i.e., the ratio of the mean KLH- 
stimulated cpm divided by the mean unstimulated cpm and as A cpm, i.e., 
the mean KLH-stimulated cpm minus the mean unstimulated cpm. 



KLH-stimulated T cell cytokine production 

T ceils and APCs were cultured with KLH (10 fig/ml) in wells of 24-well 
culture plates at 2 X 10 6 cells/well. After incubation at 37°C and 5% C0 2 
for 48 h, the supematants were harvested and frozen at ~20°C until 
assay. The IFN-y assay was performed using the WEHI 279 cell line, 
whose growth is inhibited by IFN-y (26). TGF-/3 was measured in a 
bioassay using the cell line CH-1CAB, whose growth is inhibited by 
TGF-/3 (27). A standard curve was constructed for each cytokine and the 
values for the experimental samples interpolated. In both assays, cell 
growth was determined by the S-t^S-dimethylthtazol-Z-yl^S-diphe- 
nyltetrazolium bromide method as described (25). 



Delayed skin test reactivity to KLH 

Endotoxin-free KLH (10 fig in 100 ml) was injected intradermally at the 
flexor surface of the forearm using pyrogen-free saline as the control. 
Induration was measured in mm at 24 h and 48 h by the same observer. 
A reaction was considered positive if any measurable induration was 
present. 
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Enumeration of Ab (spot)-forming cells (SFCs) by 
ELI5POT 

To determine the numbers of IgG, IgA, and IgM anti-KLH-producing 
cells, the ELISPOT assay was used as described previously (29). Nitro- 
cellulose (NC) 96-well microliter plates (Millipore Corp,, Bedford, MA) 
were incubated with KLH at a concentration of 20 jig/ml in PBS over- 
night at room temperature. For the enumeration of isotype-specific re- 
producing cells, the wells were incubated with F(ab') 2 fragments of anti- 
IgG, anti-igM, or anti-IgA Abs (Jackson Immunoresearch Labs, West 
Grove, PA). Nonspecific protein binding to the NC was blocked by in- 
cubation for 2 h with PBS + 10% FCS. The mononuclear cell fraction 
from the heparinized blood sample was isolated as described above. 100 
fi\ of cell suspension was immediately added in duplicate onto the plate 
at a range of concentrations from 10 5 to 5 X 10 6 cells/ml for anti-KLH 
Ab-producing cells and from 10 4 to 10 6 cells/ml for total Ig-producing 
cells. After incubation at 3TC for 3 h, the wells were washed three times 
with PBS and three times with PBS containing 0.05% Tween (Sigma 
Chemical Co.), and incubated overnight at 4°C with 100 /il of btotin- 
labeled goat F(ab') 2 anti-IgG, -IgA, and -IgM (Tago, Burlingame, CA) 
diluted 1:750 in PBS-Tween + 1% FCS. The wells were blotted dry, 
washed, and developed with Extravidin-aikaline phosphatase (Sigma 
Chemical Co.) followed by the chromogen substrate. The substrate was 
prepared by mixing 15 mg 5-bromo-4-chloro-3-indolylphosphate tolui- 
dine salt (Bio-Rad Labs, Richmond, CA) and 30 mg p-nitroblue tetra- 
zolium chloride (Bio-Rad Labs), separately dissolved in 1 ml dimethyl- 
formamide, and adding the mixture to 100 ml 0.1 M NaHC0 3 + 1 mM 
MgCl 2 , pH 9.8. The NC plate was blotted dry and the wells were exposed 
to the chromogen substrate; blue spots appeared, usually within 30 min, 
where a positive reaction had occurred. When the spots had reached 
maximal intensity, the plate was rinsed with tap water and allowed to dry. 
The spots were enumerated under a stereomicroscope at 40-fold magni- 
fication. The active synthesis of Ab was confirmed by the incubation of 
the cells with cycloheximide (25 mg/ml for 2 h), which resulted in 70% 
to 100% inhibition of SFCs. 

Intestinal and salivary secretions 

Intestinal secretions and saliva samples were obtained from eight subjects 
in the fed group and from four subjects in the control group. The intes- 
tinal secretion samples were obtained with the use of a polyethylene 
glycol salt solution Colyte® (Reed & Carnrick, Piscataway, NJ), as de- 
scribed previously (30). Saliva was collected as unstimulated whole sa- 
liva by having the subject drool into a centrifuge tube placed in ice. 
Unstimulated parotid saliva was collected using a Schaefer cup placed 
over the parotid duct (31). The saliva samples were centrifuged at 10,000 
rpm for 3 min in a microfuge to remove debris. 

Measurement of Ab by ELISA 

Flat bottom polystyrene microtiter plates (Titertek, Flow Labs., McLean, 
VA) were coated with KLH (10 Mg/ml of PBS), blocked with 5% FCS in 
PBS for 2 h, and washed three times with PBS-Tween. For analysis of 
serum samples, serum was diluted 1:250 and 1:1000 in PBS-Tween + 
1% FCS. For analysis of saliva, the samples were diluted 1:10 and 1:50 
in PBS-Tween containing 1% FCS. The plates were incubated overnight 
at room temperature. For analysis of intestinal secretions, the samples 
were diluted 1:4 and 1:40 in PBS-Tween + 5% FCS and incubated 
overnight at 4°C. The washed plates were incubated with biotinylated 
goat F(ab') 2 anti-IgG (1:8000), anti-IgA (1:1000), or anti-IgM (1:1000) 
(Tago) for 4 h at 37°C, followed by Extravidin-aikaline phosphatase 
(1:2000) for 2 h and then developed with para-nitrophenylphosphate sub- 
strate (Sigma Chemical Co.). lie absorbance was read at 405 nm in a 
V max kinetic microplate reader (Molecular Devices, Palo Alto, CA). A 
high titer serum was used as a reference standard and defined to contain 
1000 U/ml IgG, 100 U/ml IgA, and 100 U/ml IgM anti-KLH Ab, based 
on their relative titer in serum. The absorbances of the samples were 
analyzed and converted into ELISA U/ml by using a computer program 
based on a four-parameter logistic model. Two control sera were in- 
cluded in each plate; based on the results of these control sera, the intra- 
assay variation was 3 to 7%, and the interassay variation of anti-KLH 
Abs was 22% to 26% for IgG, 15% to 26% for IgA, and 14% to 16% for 
IgM (n = 26). 



Samples of sera from days 0, 25, and 44 were also tested for Ab to 
tetanus toxoid and bovine gammaglobulin. Serially diluted sera were 
tested in Ag-specific EUSA and the Ab concentrations were expressed as 
ng/ml by referring to calibration curves for each Ig (Ig) isotype, con- 
structed by assaying wells on the same plates coated with anti-Ig isotype 
Abs and calibrated serum standards. 



Total Ig levels in secretions 

The amount of IgG, IgA, and IgM in intestinal secretions was assessed by 
ELISA. Microtiter plates (Titertek, Flow Labs) were coated with affinity- 
purified goat F(ab') 2 anti-IgG (2.5 /xg/ml), anti-IgA (5 /zg/ml), or anti- 
IgM (2,5 fig/ml) in PBS (all from Jackson Immunoresearch Labs), 
blocked with 5% FCS in PBS, and washed three times. The samples were 
added at a dilution of 1:400 and 1:4000 in PBS-Tween + 5% FCS and 
incubated overnight at 4°C. The reference standards used were purified 
colostra! IgA (2.9 g/1, Ref. 32) and the Monitrol standard (Baxter, Mc- 
Gaw Park, IL) for IgG (9.9 g/1) and for IgM (0.9 g/1). The plates were 
washed and incubated with biotin-labeled F(ab') 2 anti-IgG, anti-IgA, or 
anti-IgM (Tago), and developed as above for the Ab determinations. 

Statistical analysis 

Nonparametric statistical analysis was used. Comparison between groups 
was performed with the Mann-Whitney U-test for unpaired samples. 
Comparison within groups was done with the Wilcoxon/Pratt test for 
comparing two samples and the Friedman test for comparing several 
samples. The level of significance was chosen as p < 0.05. 

Results 

Induction of T cell tolerance by feeding 

T cell proliferation assay. Ag-specific T cell proliferation 
was assessed before immunization (day 0), after the oral 
immunization (day 25), and after the parenteral immuni- 
zation (day 44) (Fig. 2). The SI in both groups was low 
before the immunization. After the oral immunization, the 
SI for the KLH-fed group rose moderately but signifi- 
cantly (p = 0,047) and at this time point was also higher 
than the preimmunization value of the control group (p = 
0.007). However, after the parenteral immunization, the SI 
in the KLH-fed group was significantly lower than in the 
nonfed group (p = 0.04) (Fig. 2A). Similar results were 
found when the data are expressed as A cpm, with an 
increase after the feeding in five of eight subjects, fol- 
lowed by a reduction to baseline levels after the parenteral 
immunization (Fig. 25). Mean PHA-stimulated T cell pro- 
liferation of the KLH-fed group did not change signifi- 
cantly in the KLH-fed vs control groups either after the 
feeding or after the parenteral immunization, nor in the 
KLH-fed group before feeding, after feeding, or after par- 
enteral immunization (data not shown). 
Delayed skin test response. Intradermal skin testing with 
KLH was done on day 44 (Table I). At 24 h, only one of 
eight subjects in the KLH-fed group had a positive reac- 
tion, whereas seven of eight in the control group were 
positive (p = 0.007). The same pattern was seen at 48 h, 
when zero of eight in the fed group were positive vs five 
of eight in the control group (p = 0.038). 
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FIGURE 2. KLH-induced proliferation of peripheral blood T cells. The data from each individual shown at day 0 before the 
study, at day 25 after the oral feeding, and at day 44 after subcutaneous immunization. A, stimulation index; B, A cpm. 



Priming of the systemic B cell response by KLH 
feeding 

Anti-KLH SFCs in peripheral blood. Virtually no anti- 
KLH SFCs were identified in the blood either before or 
after the KLH feeding. However, IgG, IgA, and IgM anti- 
KLH SFCs were detected after the parenteral priming and 
booster doses (Fig. 3). IgG and IgM anti-KLH-secreting 
cells were significantly greater in number in the KLH-fed 
group than in the control group only after the parenteral 
priming on day 36 (p = 0.028 and p = 0.021, respectively). 
There were no statistically significant differences on day 44. 
Serum anti-KLH Abs. Feeding with KLH did not produce 
any detectable serum levels of anti-KLH Abs of any iso- 
type above the background level (Fig. 4). However, KLH 
feeding did result in the priming of B cells, as demon- 
strated by a significantly higher serum IgG anti-KLH (Fig. 
4A) in the KLH-fed group as compared with controls fol- 
lowing the parenteral priming and booster immunization 
(p < 0.05). Both IgA and IgM anti-KLH in the KLH-fed 
group rose sharply and significantly (p < 0.01 for both; 
Figs. 4, B and C) after the parenteral priming, but were not 
significantly different from the control group after the par- 
enteral booster. 



Serum Abs against a food Ag, bovine gammaglobulin, 
as well as against tetanus toxoid, were measured in sam- 
ples obtained at days 0, 25, and 44, No change in mean Ab 
titer in either the KLH-fed or the control group was found 
for either of these Ags (data not shown). 

Priming of secretory Abs by KLH feeding 

Anti-KLH Ab levels in salivary secretions. The IgA anti- 
KLH levels in both whole saliva (Fig. 5A) and parotid saliva 
(data not shown) of the KLH-fed group did not increase sig- 
nificantly after the feeding alone, but did increase after the 
subcutaneous immunization with KLH (day 44) (p < 0.005 
for whole saliva and p < 0.015 for parotid saliva). 
Anti-KLH Ab levels in intestinal secretions. No IgG or 
IgM anti-KLH was detected in the intestinal secretions. 
IgA anti-KLH levels in intestinal secretions were low, and 
although they were enhanced after the KLH feeding, this 
increase was not statistically significant. However, secre- 
tory IgA anti-KLH was increased in the KLH-fed group 
after the parenteral immunization (Fig. 5B) when com- 
pared with their own day 0 base line levels (p = 0.016). 
KLH-stimulated cytokine secretion. On days 0, 25, and 44, 
T cells were cultured with APC and KLH (10 /xg/ml) for 
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Table I. Delayed skin test response to KLH* 





24 h 






48 h 




Mean 


Number of 


Mean 


Number of 


Group 


(range) 


positive/total 


(range) 


positive/total 


KLH-fed 


1.2 (0-10) 


1/8 


0(0-0) 


0/8 


Controls 


11.9 (0-23) 


7/8 


6.6 (0-20) 


5/8 


p-value 


0.007 




0.038 





11 KLH (10 fig) was injected intracutaneous^ and the reaction measured as 
induration (mm) at 24 and 48 h after the injection. 



48 h. Supernatants of those cultures were collected and tested 
for IFN-7 and TGF-/3 by bioassay. IFN-y was not detected in 
any supernatant. TGF-J3 was detected in a small number of 
culture supernatants, but there was no relationship to KLH 
feeding or immunization (data not shown). 

Discussion 

The present study demonstrates that oral tolerance can be 
induced in humans; however, with the Ag, dosage, and 
immunization schedule used, tolerance was limited to the 
T cell compartment, as demonstrated by a reduction in 
Ag-specific T cell proliferation and markedly diminished 
delayed skin test reactivity. Although no anti-KLH-secret- 
ing ceils or Abs were detected in blood or secretions after 
the oral feeding, the KLH feeding clearly had an impact on 
the immune system in that it primed B ceils in systemic as 
well as secretory sites for a greater response upon paren- 
teral immunization. Because the dose, frequency, and type 
of Ag are known to have a profound influence on the in- 
duction of oral tolerance in experimental animals (7, 8), it 
is possible that varying one or more of these parameters 
might induce tolerance in B cells in humans as well. 

The purpose of this study was to determine whether oral 
tolerance to protein Ag existed in humans; a detailed ex- 
amination of the Ag specificity of the tolerance was not 
planned as a part of the study because it is well established 
in experimental animals that oral tolerance to proteins is 
Ag-specific. However, the absence of any effect of KLH 
feeding on polyclonal T cell proliferation and on serum Ab 
titers to two common Ags does suggest that oral tolerance 
is Ag specific in humans as well. 

Tolerance of T cells but not B cells has been previously 
identified after feeding (33, 34) and injecting (35-37) low 
doses of Ag to animals. A recent study performed in trans- 
genic mice showed that the small amounts of autoantigen 
released spontaneously in vivo rendered the animals' T 
cells but not B cells tolerant (38). The B cell system can be 
tolerized by Ag feeding, but generally requires larger 
amounts of Ag (4-6). Sensitivity to tolerance induction 
also varies among T cell subsets. CD4 + T cells can be 
divided into two major subgroups based on their produc- 
tion of cytokines. CD4 + Thl cells produce IL-2 and IFN-y 
and mediate delayed hypersensitivity. CD4 + Th2 cells 
produce IL-4, IL-5, iL-6, 1L-10 and provide help for B cell 
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FIGURE 3. Circulating anti-KLH secreting cells (SFQ/10 6 
PBLs of the (A) igG, (B) IgA, and (Q IgM isotype before and 
after oral feeding and parenteral immunization with KLH. 
Solid bars denote the KLH-fed group and lined bars the con- 
trol group. The data for the control group at days 0, 1 0, and 
25 represent the preimmunization value. Data are shown as 
geometric means and SE. 

Ab responses (39). Parenteral injection of soluble protein 
Ags into mice tolerized Thl but not Th2 cells (40); the 
hyporesponsiveness in Thl cells was mediated by IL-4 
production by Th2 cells (41). There seems to be a gradient 
of sensitivity to tolerance induction, with Thl. cells > Th2 
cells > B cells. Although the existence of the Thl/Th2 
subsets is not as well established in humans as compared 
with mice, the present data are consistent with this para- 
digm. KLH-specific T cell proliferation and skin test re- 
sponses are mainly Thl functions, and these were signif- 
icantly inhibited by KLH feeding. The B cell priming that 
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FIGURE 4. Serum Abs to KLH. Anti-KLH of (A) the lgG, (B) 
the IgA, and (Q the igM isotype / obtained before the start of 
the study (day 0), after one period of KLH feeding (day 10), 
after two periods of KLH feeding (day 25), after parenteral 
priming (day 36) and after parenteral booster (day 44). The 
KLH-fed group is denoted by solid bars and the control group 
by lined bars, For the control group the results presented at 
days 0, 1 0, and 25 represent the preimmunization value. Bars 
represent geometric means and SE. 



occurred from the KLH feeding is consistent with a lesser 
effect of the feeding on Th2 helper cells and B cells. The 
lack of any Ab production from the feeding alone could 
result from the dose of Ag being insufficient to trigger Th2 
cells or KLH feeding having some inhibitory effect on Th2 
cell function. 

Tolerance may occur by a number of mechanisms, in- 
cluding clonal deletion, clonal anergy, or suppression. 
With regard to orally induced tolerance, local and systemic 
suppressor T cell circuits may be particularly important (5, 
9, 42-44). Antigen feeding can generate Ag-specific sup- 
pressor T cells in the Peyer's patches of mice, and these T 
cells later populate systemic lymphoid tissues such as the 
spleen (42). However, even after suppressor T cells can no 
longer be identified, the animals remain unresponsive to 
the fed Ag (43), suggesting the presence of an additional 
mechanism such as clonal anergy. Ag feeding has been 
reported to stimulate CD8 + T cells that release the im- 
mune-inhibitory cytokine TGF-/3 upon restimulation with 
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FIGURE 5. IgA anti-KLH Abs in secretions: (A) in whole 
saliva and (B) in intestinal secretions. Solid bars denote KLH- 
fed group and lined bars denote control group (four subjects 
only). For the control group, the results from days 0 and 25 
represent the preimmunization value. Data are shown as 
geometric means and SE. 



Ag (16, 17), Accordingly, peripheral blood T cells from 
KLH-fed and control subjects were restimulated with 
KLH plus APCs in vitro. TGF-/3 was detected in a small 
number of samples, but its presence was inconsistent and 
had no relationship to either the feeding or parenteral im- 
munization with KLH. These data do not exclude a pos- 
sible role for TGF-/3-producing cells, in that the relevant 
cells may not circulate in sufficient numbers to be de- 
tected. Studies detecting them have used lymphoid and 
other tissues (16, 17), not circulating cells. The role of this 
or other cytokines, such as IL-4, in oral tolerance remains 
to be defined. 

Although the cellular and molecular mechanisms for the 
induction of oral tolerance in humans are unknown, oral 
tolerance may represent an important immunoregulatory 
process that limits immune response to innocuous food 
Ags. Certainly, humans ingest food Ags daily in quantities 
that should result in tolerance, and a small fraction is 
known to be absorbed into the circulation (45). When 
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adults with low levels of Ab to BS A were immunized by 
either ingestion or parenteral injection of BSA, they did 
not develop an Ab response (21), which may represent a 
form of oral tolerance to this food Ag. Despite the appar- 
ent occurrence of tolerance to food Ags, secretory and 
serum Abs to them are readily detectable in humans (46- 
48). The gradient of sensitivity of T cell subsets and B 
cells discussed above may explain this apparent paradox. 
Prolonged ingestion of Ag may be sufficient to prime B 
cells and Th2 cells sufficiently for the production of low 
levels of Ab. 

Despite the large amount of secretory IgA Ab produced 
daily, it has been difficult to induce secretory IgA re- 
sponses at mucosal surfaces in any species, including hu- 
mans, by oral immunization with soluble or nonviable par- 
ticulate Ags (49). The present results illustrate this, in that 
even 10 days of Ag feeding did not result in significant Ab 
production in saliva or intestinal secretions. Thus, these 
results have implications relative to strategies for oral vac- 
cines. One prediction is that oral-parenteral combinations 
may be more effective for immunization in humans than 
the oral route alone. Another possibility is that protein Ags 
given orally will require mucosal adjuvants to prevent in- 
duction of T cell tolerance and to effectively activate both 
T cells and B cells (49). 

These results support the idea that it may be possible to 
exploit orally induced tolerance in the treatment of human 
disease such as allergy or autoimmunity. Preexisting IgE 
responses and delayed hypersensitivity have been succes- 
fully down-regulated by Ag feeding in experimental ani- 
mals, thus providing experimental support to this notion 
(50, 51). In regard to allergy, hyporesponsiveness to aller- 
gens such as tree or grass pollens and leaf extracts has 
been induced with variable success (52, 53). The induction 
of T cell tolerance to ingested Ags may be of considerable 
importance in the amelioration of diseases in which T ceils 
represent the dominant effector mechanism. As mentioned 
above, oral tolerance to ingested autoantigens has been 
effectively used in experimental autoimmune diseases (7- 
13). Whether the feeding of autoantigens to humans can sup- 
press the further progression of autoimmune disease remains 
to be demonstrated, but clinical studies are under way in mul- 
tiple sclerosis (54) and rheumatoid arthritis (55). If this can be 
achieved, the induction of T cell tolerance by Ag feeding may 
represent a novel form of treatment for autoimmune diseases 
and hypersensitivity disorders. 
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Objective. To determine whether oral tolerance to 
type I collagen (CI) could be induced in patients with 
systemic sclerosis (SSc). 

Methods. Twenty adult patients with limited or 
diffuse SSc were enrolled in a study to receive 0.1 mg of 
solubilized native bovine CI daily for 1 month, followed 
by 0.5 mg daily for 11 months. Peripheral blood mono- 
nuclear cells (PBMC) were obtained from the patients 
and cultured with human al(I) and a2(I) chains, before 
and after CI treatment. Culture supernatants were 
analyzed for levels of interferon-y (IFNy) and 
interleukin-10 (IL-10). Sera obtained before and after 
treatment were analyzed for levels of soluble IL-2 recep- 
tor (sIL-2R). Although this study was not intended to 
assess the clinical efficacy of oral CI administration in 
SSc, selected measures of disease severity and organ 
involvement were evaluated. 

Results. Oral administration of CI to SSc patients 
induced significant reductions in levels of IFNy and 
IL-10 in cd(I)- and a2(I)-stimuiated PBMC culture 
supernatants, indicating that T cell immunity to CI was 
decreased by this treatment. Serum levels of sIL-2R also 
decreased significantly after oral CI treatment, suggest- 
ing a reduction in T cell activation, Significant improve- 

This study was conducted under FDA Investigational New 
Drug protocol BB-IND 6575. 

Supported by United Scleroderma Foundation, Inc./ 
Scleroderma Federation Collaborative Research Funding, the Depart- 
ment of Veterans Affairs, the NIH, General Clinical Research Center 
grant RR-00211, and The University of Tennessee Health Science 
Center. 

Kevin M. McKown, MD, Laura D. Carbone, MD, Juan 
Bustillo, MD, Jerome M. Seyer, PhD, Andrew H. Kang, MD, Arnold 
E. Postlethwaite, MD: University of Tennessee, Memphis, and De- 
partment of Veterans Affairs Medical Center, Memphis, Tennessee. 

Address reprint requests to Kevin M. McKown, MD, The 
University of Tennessee Health Science Center, Department of Med- 
icine, 956 Court Avenue, Room B318, Memphis, TN 38163. 

Submitted for publication March 19, 1999; accepted in revised 
form December 14, 1999. 



ments occurred in the modified Rodnan skin thickness 
score and the modified Health Assessment Question- 
naire after 12 months of oral CI in this open trial. The 
lung carbon monoxide diffusing capacity improved sta- 
tistically and showed a trend toward clinically signifi- 
cant improvement. 

Conclusion. Oral administration of bovine CI to 
patients with diffuse or limited SSc induces a reduction in 
T cell reactivity to human CI, appears to be well tolerated, 
and does not worsen the disease. Further evaluation of 
oral tolerance to CI in patients with SSc is justified to 
determine whether it has therapeutic efficacy. 

Type I collagen (CI) is the most abundant of all 
collagens in humans (1). It is present in blood vessels, 
skin, lungs, heart, kidneys, and intestines, all of which 
are affected in systemic sclerosis (SSc) (1). CI is a 
heterotrimer molecule composed of two identical al(l) 
chains and one a2(T) chain (1). Each a chain contains 
1,014 amino acid residues (1). Human and bovine CI 
have -92% homology at the amino acid level (2,3). 
Evidence for cellular immunity to CI in SSc patients was 
first demonstrated by our group in 1976 (4) and has been 
confirmed by other investigators (5,6). We found that 
peripheral blood mononuclear cells (PBMC) from 92% 
of SSc patients produce chemotactic cytokines when 
cultured with CI, whereas only 8% of PBMC from 
healthy subjects do so (4). Hawrylko et al (5) also 
showed that peripheral blood CD4+ T cells from pa- 
tients with SSc produce interleukin-2 (IL-2) in a dose- 
dependent manner in response to stimulation with hu- 
man CI, while those from healthy subjects do not. 

A major portion (approximately one-third) of the 
body's immune cells reside in the gut-associated lym- 
phoid tissue (GALT) (7). The GALT is particularly 
effective in mounting a tolerogenic response to ingested 
soluble proteins (7,8). This process, called oral toler- 
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ance, has been repeatedly demonstrated in laboratory 
animals. For example, when mouse strains susceptible to 
experimental allergic encephalomyelitis (EAE) after sys- 
temic immunization with myelin basic protein (MBP) 
are fed MBP prior to immunization, they develop less 
EAE or no EAE compared with placebo-fed MBP- 
immunized controls (9). 

The mechanisms that mediate oral tolerance 
include active cellular suppression (regulatory T cells), 
clonal anergy, and clonal deletion (10-12). The particu- 
lar dose of antigen and the frequency of feeding deter- 
mine which mechanism(s) predominates (10,12). Multi- 
ple oral feedings of low-dose soluble antigen favor 
development of regulatory CD4+ T cells that secrete 
Th2 cytokines, such as IL-4 and IL-10, and transforming 
growth factor 01 (TGFjSl)-secreting T cells (Th3 cells) 
(10,12). These regulatory T cells migrate to peripheral 
sites throughout the body, and when they encounter the 
antigen to which they are tolerized, they collectively 
secrete IL-4, IL-10, and TGFj3l, which can down- 
regulate Thl CD4 cells reacting to a variety of antigens, 
a process called "bystander suppression" (10,13,14). 

Since many of the antigens that are involved in 
human autoimmune diseases are unknown, it is theoret- 
ically possible that, by feeding low doses of antigen from 
the organs or tissues that are the target of autoimmune 
attack, T cell responses to other autoantigens perpetu- 
ating the disease can be down-regulated. CI qualifies as 
a candidate oral tolerance antigen in SSc, in that it is 
present in all of the target organs. Since most SSc 
patients exhibit sensitization to CI (1,4-6), as mani- 
fested by cytokine production by PBMC during culture 
with CI or constituent al and al chains, successful 
tolerization to CI after it has been orally administered to 
SSc patients can be assessed by determining whether 
there are decreases in cytokine production by PBMC 
cultured with CI a chains. The present phase I study was 
undertaken to determine whether daily administration 
of oral bovine CI to patients with SSc would result in 
down-regulation of the immune response to human CI. 

PATIENTS AND METHODS 

Patient recruitment and characteristics. This study 
was approved by the Institutional Review Board at The 
University of Tennessee Health Science Center. Patients were 
recruited from University of Tennessee and community rheu- 
matology practices in Memphis. Inclusion criteria were as 
follows: age >18 years; diagnosis of limited or diffuse SSc by 
the criteria of the American College of Rheumatology (ACR; 
formerly, the American Rheumatism Association) (15); and 
patient's PBMC demonstrated reactivity to bovine CI, as 



defined by the production of IL-10 (>2 times baseline produc- 
tion) when cultured with native bovine CI. Patients taking 
D-penicillamine, captopril, or calcium channel blockers were 
required to be receiving stable doses of these agents for at least 
3 months prior to enrollment. The maximum allowable dosage 
for D-penicillamine was 750 mg/day. Patients taking cortico- 
steroids were required to be receiving a stable dose for at least 
1 month prior to enrollment; the maximum allowable dosage 
was 10 mg/day of prednisone equivalent. 

Patients were excluded from the study for the following 
reasons: inability to render an informed consent in accordance 
with institutional guidelines; receiving another investigational 
drug (excluding D-penicillamine) within 90 days of study 
initiation; a concurrent serious medical condition that, in the 
opinion of the investigators, made the patient inappropriate 
for the study; an SSc-like illness associated with environmental, 
ingested, or injected agents, such as L-tryptophan, tainted 
rapeseed oil, vinyl chloride, or bleomycin; morphea, linear 
scleroderma, or eosinophilic fasciitis; a positive pregnancy test; 
use in the previous 3 months of cyclophosphamide, cyclosporin 
A, methotrexate, or azathioprine; allergy to beef; or malab- 
sorption syndrome. 

Design and duration of the study. The study was an 
open-label trial to determine whether oral CI treatment would 
down-regulate PBMC cytokine production when cultured with 
al(I) and a2(I). Patients received 0.1 mg/day of solubilized 
bovine CI for 1 month, followed by 0.5 mg/day for 11 months. 
Collagen was solubilized in 0.1M acetic acid and aliquoted into 
individual-dose vials. Patients kept the vials refrigerated. Each 
morning, the patient added 1 vial of the CI preparation to 4-6 
ounces of cold orange juice and drank it just before eating 
breakfast. Patient compliance was monitored by counting the 
numbers of empty and full vials returned at each visit. 

Concomitant medication. Patients were not allowed to 
increase dosages of D-penicillamine, captopril, calcium chan- 
nel blockers, or corticosteroids during the study. Patients were 
dropped from the study if increases in any of these medications 
were deemed medically necessary by their primary physicians. 

Clinical measurements. Significant clinical responses 
were not expected due to the small study size and the 
variability in disease classification, manifestations, and dura- 
tion. However, the following measures of disease severity and 
organ involvement were evaluated: modified Rodnan skin 
thickness scores (MRSS) (16) at 0, 1, 2, 3, 6, 9, and 12 months; 
pulmonary function tests (PFTs; spirometry) with measure- 
ment of the diffusing capacity for carbon monoxide (DLco; 
performed by the same personnel using the same equipment) 
at 0, 3, 6, 9, and 12 months; serum creatinine levels at 0, 1, 3, 
6, 9, and 12 months; and the modified Health Assessment 
Questionnaire (M-HAQ) (17,18) at 0, 3, 6, 9 and 12 months. 

Microculture of SSc PBMC with al(I) and o?2(I). 
Briefly, before and after 3, 6, and 12 months of oral bovine CI 
treatment, PBMC were isolated by Ficoll-Hypaque density- 
gradient centrifugation and set up in culture in 48-weli tissue 
culture plates (2 X 10 6 cells in 0.5 ml of RPMI 1640 containing 
100 units/ml of penicillin, 100 /^g/ml of streptomycin, 2 mM 
L-glutamine, 20 mM HEPES, and 5% fetal calf serum). Cul- 
tures were set up with 50 fxg/ml each of purified bovine al(T) 
and a2(I) chains, and phytohemagglutinin (PHA; 10 /xg/ml) 
and phosphate buffered saline (PBS) as controls in duplicate 
wells. After 5 days of culture, supernatants from duplicate 
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wells were pooled, harvested by centrifugation, and frozen at 
-70°C until assayed for cytokine levels (within 30 days). 

Measurement of cytokines in serum and PBMC super- 
natants. After screening for several cytokines in supernatants 
from SSc PBMC cultured with al(T) and a2(I), we found that 
most SSc patients produced increased amounts of interferon-y 
(IFNy) and IL-10 protein, as measured by enzyme-linked 
immunosorbent assay (ELISA). These cytokines were subse- 
quently measured in all culture supernatants. 

IFNy and IL-10 levels were measured by commercial 
ELISA (R&D Systems, Minneapolis, MN) in supernatants 
harvested from microcultures of SSc PBMC stimulated by 
PHA, al(I), and a2(I), and PBMC plus PBS as a control for 
background cytokine production. A positive response to al(I) 
or a2(I) was arbitrarily defined as IL-10 or IFNy levels in 
al(I)- or a2(I)-stimulated PBMC culture supernatants that 
were >2 times the respective cytokine level in the PBMC plus 
PBS control supernatant. Soluble IL-2 receptor (sIL-2R) levels 
were measured by ELISA (R&D Systems) in sera obtained 
before and after 12 months of oral CI treatment. All samples 
were tested in duplicate. 

Measurement of T cell subsets by flow cytometry. 
Isolated PBMC obtained from samples taken at 0 and 6 
months of oral CI treatment were reacted with a panel of 
monoclonal antibodies that recognize T cell-specific markers 
CD4 + , CD8+, CD3+DR+, CD4 + CD45 + RA+.-, 
CD4+ CD45+R0+, CD8+CD45+RA+, CD8+CD45+RO+, 
and CD4+CD26+ and analyzed by fluorescence-activated cell 
sorter at the University of Tennessee Molecular Resource 
Center. 

Preparation and handling of bovine CL Bovine CI was 
prepared as previously described (19). Bovine fetuses from 
pregnant cows were obtained from a local slaughterhouse 
within 1 hour of death. The skins of 4 fetal calves were 
removed and maintained at 4°C throughout the preparation. 
The tissue was sliced into strips and processed through a 
household meat grinder, then homogenized in a Waring 
blender with ice chips. The homogenate was centrifuged 
(10,000g) for 30 minutes and reextracted twice with 1M NaCl 
(pH 7.6, with 0.05M Tris HC1) and twice with Q.1M acetic acid 
to remove some type III soluble collagen and much of the 
noncollagenous components. The final pellet (-500 gm) was 
suspended in 16 liters of 0.1M acetic acid, and the pH was 
adjusted to 2.8 with formic acid. 

T^pe I collagen was solubilized by overnight (16 hours) 
digestion with 20 gm of pepsin (3X crystallized; Sigma, St. 
Louis, MO) at 4°C, The digest was centrifuged (10,000g for 30 
minutes), and the insoluble pellet was discarded. Type I 
collagen in the supernatant was precipitated by addition of 5M 
NaCl solution to a final concentration of 0.8M. This was 
centrifuged as before, and the pellet was redissolved in 0.1M 
acetic acid. The pH was adjusted to 7.4 with Q.Q5M Tris and 
10M NaOH to inactivate pepsin. Solid NaCl was added to a 
concentration of 1M, and the solution was centrifuged. The 
supernatant was collected, and the NaCl content was increased 
to 1.7M with 5M NaCl. This was centrifuged to remove 
contaminating CIII. The MM NaCl supernatant was further ■ 
adjusted to 2.5M NaCl, which precipitated the CL 

The CI pellet was collected by centrifugation and ; 
redissolved in 0.5M NaCl, 0.05M Tris, diluted to 0.2M NaCl 
with water, and 50 gm of DE-52 was added to create a slurry. 



This was stirred overnight and centrifuged to remove any 
DEAE that had bound any remaining pepsin and contaminat- 
ing glycosaminoglycans. The supernatant was dialyzed against 
0.02M NaH 2 P0 4 to precipitate CI. The pellet was redissolved 
in 0.01M acetic acid, dialyzed exhaustively against the same, 
and stored at -80°C until used. 

The homogeneity of the CI was confirmed by sodium 
dodecyl sulfate-polyacrylamide gel electrophoresis, which 
showed an al(I)/a2(I) ratio of 2:1 with no contaminating type V 
or type III collagen. The ctl(I) and al(T) collagen chains were 
separated by carboxymethyl cellulose chromatography, and con- 
stituent a chains were digested with cyanogen bromide (19). 

Frozen CI stock containers were allowed to thaw over 
2-3 days at 4°C prior to dispensing into vials. Thawed collagen 
was centrifuged at 4°C at 12,00% to remove particulates. The 
collagen was diluted to a concentration of 50 /xg/ml or 250 
jug/ml with cold (4°C) 0.1M acetic acid. The diluted CI was 
filtered at 4°C through a glass fiber Acrodisc (Gelman Sci- 
ences, Ann Arbor, MI) and then a 0.45^, filter (Nalgene filter; 
Nalge, Rochester, NY) and aliquoted (2 ml) into sterile 2-ml 
screw-top polypropylene vials (Nalgene vials; Nalge). Vials 
were placed in plastic bags (35 vials/bag) and stored frozen at 
-20°C until given to the patients. 

Statistical analysis. Cytokines produced by PBMC in 
response to culture with bovine CI, serum levels of sIL-2R, 
results of PFTs, and clinical variables were analyzed by Stu- 
dent's paired Mest to determine whether significant changes 
occurred after 3, 6, 9, or 12 months of oral CI treatment, 
compared with pretreatment values. Correlations of the 
M-HAQ or the MRSS versus IL-10 or IFNy were analyzed by 
Spearman's correlation test. 

RESULTS 

Patient characteristics at study entry. Twenty-five 
patients with SSc were screened. Tvyenty-four exhibited 
production of IL-10 or IFNy that was >2-fold higher than 
the levels in parallel cultures of the patients' PBMC plus 
PBS but without al(I) or «2(I). Four patients had compli- 
cations of SSc or other medical diseases that disqualified 
them from the study. One patient was enrolled but with- 
drew from the study very early. The characteristics of the 
remaining 19 patients are shown in Table 1. 

The patients were predominantly female, and the 
majority had late, diffuse disease. All patients satisfied 
the ACR preliminary criteria for the classification of 
SSc. Thirteen were white and 6 were African American. 
Only 3 patients had a disease duration of <2 years. Only 
3 patients were currently taking D-penicillamine. The 5 
patients taking nonsteroidal antiinflammatory drugs 
(NSAIDs) discontinued these during the last 6 months 
of CI treatment. Three patients took 5 or 10 mg/day of 
prednisone throughout the study period. 

Side effects, withdrawals, and compliance. Seven- 
teen patients were treated for 12 months. Two patients 
dropped out because of difficulty with transportation: one 
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Table 1. Characteristics of the patients taking oral type I collagen for 
1-12 months* 



Sex 


15 


Female 


Male 


4 


Race 


13 


White 


African American 


6 


SSc type 


14 


Diffuse SSc 


Limited SSc 


5 


Age, mean ± SD years 


50.7 ± 2.6 


Disease duration 




Mean ± SD years 


9.1 ± 2.0 


<2 years' duration 


3 


Medication use 




Penicillamine 


3 


NSAIDs 


5 


Prednisone 


3 



* Except as noted otherwise, values are the number of patients. SSc - 
systemic sclerosis; NSAIDs = nonsteroidal antiinflammatory drugs. 



very early (<1 month), the other after 6 months. One 
patient developed a foot drop of uncertain etiology and 
was removed from the study after 6 months of therapy. No 
other possible side effects were noted. There was 100% 
compliance by each patient until the time each dropped out 
of the study or the study was completed. 



Induction of T cell tolerance to CI by adminis- 
tration of oral CI. The daily administration of bovine 
CI for 12 months was accompanied by significant 
reductions in IFNy production by PBMC cultured 
with purified al(I) and a2(I) chains of human CI as 
measured after 6 and 12 months of treatment (Figure 
1A). IFNy is a Thl cytokine, and its reduced produc- 
tion by oil (I)- and a2(I)-stimulated PBMC suggests 
that oral tolerance to CI was effected. Quite surpris- 
ingly, IL-10 levels in the same PBMC culture super- 
natants were also significantly reduced after 3, 6, and 
12 months of oral CI treatment (Figure IB). The 
production of IFNy and IL-10 by PBMC stimulated 
with PHA was not statistically different before or at 3, 
6, or 12 months after oral CI treatment (results not 
shown). 

After 12 months of oral CI treatment, there was 
a significant reduction (as determined by Student's paired 
Mest) in the serum levels of sEL-2R (Figure 2). 

T cell subsets measured by the following markers 
did not change after treatment with oral CI treatment: 
CD8+, CD4+, CD3+DR+, CD4+CD45 + RA+, 
CD4+CD45+R0+, CD4+CD26+, CD8+CD45+RA+, 
and CD8+GD45+RO+ (results not shown), 




Figure 1. Production of A, interferon-y (IFNy) and B, interleukin-10 (IL-10) by peripheral blood mononuclear cells (PBMC) from patients with 
systemic sclerosis. PBMC were cultured with al(I) and c*2(I) chains before and after 3, 6, and 12 months of oral treatment with bovine type I 
collagen (CI; 500 ju,g/day). Harvested culture supernatants were analyzed for levels of IFNy and IL-10 by commercial enzyme-linked immunosorbent 
assay as described in Patients and Methods. Values are the mean and SEM. P values determined by Student's paired Mest; NS - not significant. 
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Figure 2. Serum levels of soluble interleukin-2 receptor (IL-2R) in 
patients with systemic sclerosis. Sera were obtained before and after 12 
months of oral treatment with bovine type I collagen and analyzed by 
commercial enzyme-linked immunosorbent assay for soluble IL-2R 
levels. Values are the mean and SEM of the 17 patients completing 12 
months of treatment. P value determined by Student's paired f-test. 



Improvement in clinical variables. The M-HAQ 
difficulty in performing activities of daily living (ADL) 
scale and the MRSS were significantly improved after 6 
and 12 months in this open-label study (Figures 3A and 
B), After 12 months of CI treatment, the M-HAQ ADL 
difficulty scale had improved 27%, from a baseline value 
of 0.66 ± 0.14 (mean ± SEM) to a value of 0.48 ± 0.14 
(P < 0.05). The MRSS declined steadily, and after 12 
months of CI treatment, had decreased by 23%, from a 
baseline value of 26.35 ± 2.35 to a value of 20.29 ± 2.53 
(P < 0.005) (Figure 3B). In the patients with diffuse SSc, 
the MRSS decreased by 26.6% after 12 months of CI 
treatment, from a baseline value of 28.6 ± 2.5 to a value 
of 21.0 ± 2.7 (P < 0.005) (results not shown). There 
were no significant correlations between MRSS score or 
M-HAQ score and decreases in IL-10 or IFNy produc- 
tion by PBMC cultured with CI a chains after 12 months 
of CI treatment (results not shown). 

Because of patient noncompliance and schedul- 
ing problems, only 11 of the 17 patients who finished the 
study had DLco measurements and PFTs performed at 
0 and 12 months. For these 11 patients, the mean DLco, 
corrected for alveolar volume and hemoglobin, in- 
creased by 9.58% from 3.34 to 3.66 ml/minute/mm Hg (P 
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Figure 3. A, 
patients with 
collagen (CI) 



A B 

The modified Rodnan skin thickness score (MRSS) and B, the modified Health Assessment Questionnaire (M-HAQ) scores in 
systemic sclerosis. The MRSS and the M-HAQ were measured before and after 12 months of oral treatment with bovine type I 
Values are the mean and SEM. P values determined by Student's paired /-test; NS - not significant. ADL = activities of daily living. 
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Figure 4. Diffusing capacity for carbon monoxide (DLCO) in 11 
patients with systemic sclerosis, before and after 12 months of oral 
treatment with bovine type I collagen. The dotted line is a reference 
line with a slope of 1. P value determined by Student's paired f-test. 



< 0.016) after 12 months of CI therapy (Figure 4). There 
was no significant change in forced vital capacity or in 
serum creatinine values. 

DISCUSSION 

In patients with limited and diffuse SSc, the 
administration of oral bovine CI for 1 month at a dosage 
of 100 /Ag/day and for 11 months at 500 /xg/day resulted 
in significant reductions in IFNy and IL-10 production 
by CI a-chain~stimulated PBMG Levels of serum 
sIL-2R were also significantly reduced after induction of 
oral tolerance to CI. This reduction in sIL-2R, although 
small, suggests that overall T cell stimulation was re- 
duced. To our knowledge, levels of sIL-2R in sera have 
not been reported in other studies of human oral 
tolerance or in animal models of oral tolerance. There- 
fore, the significance of this modest reduction in serum 
sIL-2R levels in the context of oral tolerance is not 
known at present. Taken together, these data indicate 
that oral tolerance to CI was effected by this treatment 
regimen. 

The mechanism(s) by which this oral CI regimen 
induced these immune changes is not readily apparent. 
It is likely that IFN7 production by CI a-chain~ 
stimulated PBMC is largely from CD4+ Thl cells, but 
natural killer cells are also a potential source of this 



cytokine. The reduced production of IFN7 by PBMC 
CD4+ T cells could be due to 1 or a combination of the 
3 mechanisms of oral tolerance induction (i.e., suppres- 
sive regulatory T cells, clonal anergy, or clonal deletion) 
(10-12). 

The reduced IL-10 production by SSc CI 
a-chain-stimulated PBMC after oral CI treatment was 
unexpected, given that IL-10 has been reported to be 
up-regulated in peripheral lymphoid tissue or in target 
organs in autoimmune immune models after oral toler- 
ance induction by low-dose antigen (20). However, in 
some circumstances, IL-10 can be produced by Thl cells, 
and in humans, there is less rigidity to the Thl/Th2 
paradigm originally described using clonal mouse T cells 
(20-22), In addition, IL-10 is produced by cells other 
than CD4+ T cells (23,24). Monocyte/macrophages are 
a major source of this cytokine (23,25). The reduced 
IL-10 production by CI a-chain-stimulated SSc PBMC 
after oral CI treatment may reflect overall decreased T 
cell responsiveness to the a chains, and therefore de- 
creased stimulation to monocytes by IFN7 or other 
cytokines from T cells that up-regulate IL-10 production 
by monocytes. Finally, published studies of oral toler- 
ance in animal models have not measured antigen- 
stimulated PBMC production of IL-10, or other cyto- 
kines elaborated by PBMC, before and after oral 
tolerance induction, The published studies of animal 
models of oral tolerance all measure cytokine expression 
in lymphoid tissue or target organs rather than peri- 
pheral blood, 

NSAIDs are known to inhibit oral tolerance in 
animal models and may be a confounding factor in 
human oral tolerance (26-28). For this reason, we 
advised the 5 patients who had been taking NSAIDs for 
the first 6 months of the trial to discontinue them for the 
last 6 months of the trial, which they did. 

Although there were significant improvements in 
the MRSS and M-HAQ scores, these findings should be 
viewed with caution, since this was an open-label study 
and these changes may reflect variations or spontaneous 
changes in the disease or a placebo effect. The DLco 
values, while showing statistically significant improve- 
ment, are still just below the clinically significant cutoff 
of >10%. Clearly, a larger population of more homoge- 
neous patients with diffuse SSc needs to be evaluated in 
a randomized, double-blind, placebo-controlled study 
before it can be categorically concluded that oral CI 
tolerance induction ameliorates the SSc disease process. 

One could speculate that the mechanism by 
which oral CI might possibly ameliorate SSc could 
involve anergy and/or suppression depending on the 
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dose of CI given. Although the 500 /xg/day dosage of CI 
induced oral tolerance, clearly other dosages need to be 
studied. The feeding of CI to SSc patients could anergize 
autoreactive cells and/or generate major histocompati- 
bility complex class I- or class II-restricted regulatory T 
cells that sequester in involved tissues, where they 
release small amounts of immunosuppressive cytokines 
(IL-4, IL-10, TGF/31) that down-regulate auto aggressive 
cells by the mechanism of antigen-driven bystander 
suppression. By antigen-driven bystander suppression, 
these Cl-specific T cells could down-regulate T cell 
interactions with other antigens (29), as has been dem- 
onstrated in autoimmune animal models in which oral 
tolerance has been induced by oral administration of 
antigens from organs that are the target of attack. 

These animal models provide a theoretical basis 
for predicting that in SSc patients, CI, although it may 
not be an initiating antigen of SSc or even be involved in 
its pathogenesis, when given as an oral tolerogen, may 
well suppress T cell-mediated fibrogenesis by suppress- 
ing activated T cells. If activated CD4+ T cells present 
in the tissues of SSc patients could be down-regulated, 
then with time, the fibrogenic phenotype of SSc fibro- 
blasts might revert to normal. It is known that after serial 
passage of SSc fibroblasts in vitro for several genera- 
tions, they regain a more normal phenotype with regard 
to matrix synthesis (30). Also, patients with longstanding 
SSc tend to have less skin thickening and collagen deposi- 
tion than they had in earlier stages of their disease. 

While IL-4 and TGF/3 at high concentrations 
(-50 ng/ml and 5 ng/ml, respectively) can up-regulate 
collagen synthesis by cultured fibroblasts in vitro, lower 
concentrations (e.g., TGF/31 at 1,000 times less) are 
capable of modulating immune cells (30-34). The fact 
that oral CI treatment did not increase skin or lung 
fibrosis suggests that if GALT-derived regulatory T cells 
producing these cytokines were generated by oral CI 
treatment, the levels of these cytokines are likely to be 
lower than is required to trigger collagen synthesis by 
fibroblasts. 

Oral CI administration appears to be safe in SSc 
patients. Its efficacy needs to be assessed by a larger 
placebo-controlled, double-blind trial. 
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Errata 



In the article by Garcia-Porrua et a! published in the March 2000 issue of Arthritis & Rheumatism (pp 
584-592), there was an error in the second full sentence in the left column on page 589. The sentence should 
have read, "Six of 39 patients diagnosed as having Idiopathic EN (15.4%) had 1 or more predictive factors 
for secondary EN, and 64 of 67 patients diagnosed as having secondary EN (95.5%) had 1 or more predictive' 
factors for secondary EN" [emphasis added]. This is also how the first sentence of the first footnote in Table 
4 should have read. 

In the article by van der Heijden et al in the March 2000 issue (pp 593-598), the reference cited at the end 
of the first sentence in the second paragraph of Patients and Methods (page 594) should have been reference 
11, rather than reference 4. The reference cited at the end of line 12 in the second paragraph of the 
Discussion (page 597) should'aiso have been reference 11, rather than reference 8. 



We regret the errors. 
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Oral administration of protein can induce antigen-specific im- 
mune hyporesponsiveness 1 . However, the utility of oral toler- 
ance to autoantigens in the treatment of autoimmune diseases 
may be limited when candidate autoantigens cannot be pro- 
duced by conventional systems in quantities sufficient for clini- 
cal studies. Plants may be ideally suited for this purpose, as they 
can synthesize, glycosylate and assemble mammalian proteins 
to provide huge quantities of relatively low cost soluble pro- 
teins 2 . Furthermore, edible transgenic plants could provide a 
simple and direct method of autoantigen delivery for oral toler- 
ance. Therefore, the aim of this study was to determine whether 
a transgenic plant expression system was capable of synthesiz- 
ing the diabetes-associated autoantigen, glutamic acid decar- 
boxylase (GAD) 3 ' 4 In an immunogenic form and whether the oral 
administration of an autoantigen expressed by a plant could di- 
rectly induce protective immune responses in a mouse model of 
diabetes. We show that a CAD-expressing transgenic plant, 
given as a dietary supplement, Inhibits the development of dia- 
betes in the non-obese diabetic (NOD) mouse. 

Glutamic acid decarboxylase (GAD) has been implicated as an 
autoantigen in diabetes, as anti-GAD antibodies appear before 
the onset of disease both in patients and in non-obese diabetic 
(NOD) mice, a mouse model of spontaneous insulin-dependent 
diabetes mellitus 3 " 6 . Minimally invasive and antigen-specific 
therapies, such as oral tolerance to GAD for the prevention of di- 
abetes, would offer considerable advantages over current therapy 
for the disease. Several reports have shown that immunization of 
young NOD mice with GAD suppresses diabetes 3,7 ' 9 , but as oral 
tolerance requires considerably larger amounts of protein, the 
role of oral GAD in the prevention of diabetes has not been 
tested, Poor GAD protein solubility in bacteria and inadequate 
production capacity from mammalian cells have precluded the 
use of these conventional systems for large-scale production of 
GAD for long-term oral tolerance studies 710 ' 11 . 

To address these problems, we created transgenic plants express- 
ing full-length GAD67. Mammalian GAD is represented by two 
isoforms, with GAD65 representing the major form of GAD in rat 
and human pancreatic islets 12 and GAD67 predominating in 
mouse islets. To permit feeding of transgenic plant tissue directly, 
GAD67 cDNA was transferred into low-alkaloid tobacco (Nicotiana 
tabacum cv, Lonibow) and potato plants {Solanum tuberosum cv, 
Desiree), which were well tolerated by mice. The expression vector 
used an enhanced CaMV 35S promoter with a 5' untranslated 



leader sequence derived from tobacco etch potyvirus to maximize 
expression (Fig. la) and was transferred into plants by 
Agrobacterium tumefaciens-mediated transformation. Insertion was 
confirmed by Southern blot, and northern blots showed GAD67 
mRNA transcripts with the expected size of 2 kilobases (not 
shown). There was variation in steady-state levels of mouse 
GAD67 mRNA transcripts among the individual transgenic lines; 
this variation is consistent with the random nuclear insertion of 
transferred DNA with Agrobacterium-medi&ted transformation. No 
endogenous GAD mRNA homologues were detected in untrans- 
formed control plants or control plants into which expression vec- 
tor alone was inserted. Western blots of unpurified protein 
extracts from transgenic plant tissue showed a single protein band 
of the correct size (Fig. lb), and plants expressing high levels of 
GAD67 protein were maintained as stable plant lines. The level of 
GAD expression was estimated from blot densitometry and found 
to be approximately 0.4% of total soluble proteins. GAD67 expres- 
sion was similar in tobacco leaves and potato tubers and was not 
detected in untransformed control plants or control plants into 
which expression vector was inserted. 

Mechanisms of oral tolerance include deletion of antigen-reac- 
tive T cells, induction of anergy, alteration of Thl/Th2-type 
helper T-cell responses and active suppression 1114 . We tested the 
capacity of plant tissue expressing GAD67 given as a dietary sup- 
plement to alter T-cell responses in NOD mice. Supplementation 
was calculated to deliver approximately 1-1.5 mg of GAD daily, a 
dosage based on oral tolerance studies of NOD mice with in- 
sulin 15 . After 4 weeks of diet supplementation, GAD67 induced 
proliferation of spleen cells from control plant-fed mice in vitro, 
whereas proliferation of spleen cells from mice fed plant GAD67 
for 4 weeks was reduced to that of controls with medium only 
(Fig. 2a). No proliferative responses occurred with an irrelevant 
protein (OVA) in cultures. We also assessed anti-GAD antibody 
responses in treated mice. Although serum levels of total anti- 
GAD IgG antibodies in control mice did not change or increased 
slightly in GAD67-fed mice, challenge with purified GAD67 in 
the foot pad resulted in a twofold increase in anti-GAD IgG anti- 
body in GAD67-fed mice compared with control mice [ab- 
sorbance units (A m ) = 0.40 ± 0.05 vs. 0.21 ± 0.05, respectively; n * 
3 per group] . 

Oral tolerance has been shown to bias T cells toward the devel- 
opment of Th2-type responses when they are reexposed to anti- 
gen 1 , which can result in predominantly IgGl rather than IgG2a 
antibody responses 16 . Both GAD67 and control mice showed an 
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Fig. 1 a, Schematic representation of the plant transformation and expression vector. Restriction sites of mouse CAD67 have been revised from the orig- 
inal published sequence 11 , The coding sequence is Indicated as ATG (start) and TGA (stop). The GAD67 sequence was inserted between the CaMV 35S pro- 
moter and the transcription-termination signal of nopaline synthase (NOS). A new Nco\ restriction site was created to form part of the translational start 
site. Abbreviations; Enh-355, enhanced 35S promoter, which includes a duplicated enhancer; TEV leader, leader sequence of tobacco etch virus; MGAD, 
the DNA sequence for mouse glutamate decarboxylase; NOS-ter, the DNA sequence of the nopaline synthase 3' terminator; nptll, neomycin phospho- 
transferase II gene; RB, right border; LB, left border, b, Western blot of murine GAD67 expression in transgenic tobacco plants. Protein (30 pig) extracted 
from leaves was separated on a 1 2% SDS-polyacrylamide gel, and GAD67 was identified by anti-GAD antibody. Lanes are as marked: Co, extracts from a 
control plant; P, purified mouse GAD67 (100 ng); lanes 1-4: extracts from Independent transgenic plants, Protein size standards are indicated on the left 
side of the geL 



increase in serum IgGl anti-GAD antibodies after challenge with 
GAD67 (Fig. 2b), but GAD67-fed mice consistently developed 2- 
to 12-fold increases in anti-GAD IgGl antibody over controls, 
with levels equivalent to those in NOD mice receiving intraperi- 
toneal priming of purified GAD 6 7 (ref, 7 and unpublished data). 
No changes in IgG2a anti-GAD antibodies were found in any 
group. We also tested supernatants from splenocyte cultures for 
the expression of cytokines associated with Thl [interferon-y 
(IFN-y)] or Th2 (the interleukins IL-4, IL-10) in response to solu- 
ble, purified GAD67, Consistent with previous reports in NOD 
mice after systemic or nasal administration of GAD protein, IFN- 
Y levels were reduced in GAD67-fed mice [A 40S = 2.1 ±0,2 vs. 
1.4*0.1; n = 7 per group; P * 0.02] with concurrent increases in 
both IL-4 and IL-10 levels (P « 0.1)* 7 *". Although these data sug- 
gest that immune responses in GAD67-fed mice may be biased 
toward the development of GAD67-specific Th2 responses, they 
do not exclude other mechanisms associated with oral tolerance, 
including apoptotic deletion of antigen reactive cells, induction 
of anergy, and active suppression 13 ' 14 . 

We then tested whether a simplified approach to oral toler- 
ance using transgenic plant tissue expressing GAD67 and direct 
dietary supplementation could prevent diabetes in NOD mice. 
Vector-transformed plants were used for controls to exclude any 
potential influence of transformation alone on these results. 
Mice were supplemented from 5 weeks to 8 months of age (n - 
12 per group). Ten out of 12 NOD mice fed either tobacco (n = 6) 
or potato GAD 6 7 (n = 6) remained free of disease (P - 0.007 from 
controls) with equivalent protection using tobacco or potato. In 
contrast, 8 out of 12 control plant-fed mice, equally divided be- 
tween tobacco and potato suppiementation, developed diabetes 
(Fig. 3). The mice tolerated plant tissue well, and no differences 
between groups were observed in the appearance or weight gain 
of mice. Although it is difficult to compare results between dif- 
ferent models, these results — which are comparable to those 
previously reported with other methods of GAD immunization 
— suggest that oral plant GAD67 may offer an effective alterna- 
tive approach to treatment 3 7,915 . 

In summary, we present the first report of a diabetes-related 
autoantigen (GAD67) to be expressed in transgenic plants, 
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Fig. 2 o, Loss of GAD-specific T-cell proliferation in plant CAD-fed mice. 
Female NOD mice were fed either plant GAD67 or control plant and chal- 
lenged in the foot pad with 50 u,g purified GAD67 after 4 weeks of feed- 
ing. Proliferative responses of splenocytes to GAD67 and OVA were 
determined after 10 days, and results shown are representative of three 
experiments performed using two mice per group, GAD-fed mice had re- 
sponses to GAD67 equivalent to medium alone, and a marked difference 
was seen between GAD- and control plant-fed (SI = 7.6) mice (P< 0.001), 
b, Mice fed GAD67-producing or control plants were assessed for serum 
anti-GAD IgG antibody isotypes by ELISA, Values (means ± s.e.m.) of 
grouped samples (n = 4) are presented as means of A 4Cts at various dilu- 
tions. IgGl anti-GAD antibody levels were different between GAD67- and 
control plant-fed mice at all dilutions (P < 0.002). Results are representa- 
tive of three experiments. 



794 



NATURE MEDICINE • VOLUME 3 • NUMBER 7 • JULY 1997 



Wi © 1997 Nature Publishing Group http://www.nature.com/naturemedicine 



ARTICLES 



100- 



80 



60 



40 - 



_j — . i_ 



-o 



o 


GAD 




Control 



0 5 10 15 20 25 30 35 40 
Time (weeks) 

Fig. 3 Actuarial analysis of survival of mice versus the development of dia- 
betes. Female NOD mice (n = 12 per group) were fed plant CAD67 or con- 
trol plant from the age of 5 weeks as described in the Methods. Mice were 
followed for the onset of diabetes. Incidence of diabetes in CAD67- and 
control plant-fed mice differed by log rank analysis (P = 0.007). 



which, given as a dietary supplement, inhibits the development 
of diabetes in NOD mice. Expression of mouse GAD67 in plants 
is stable, although levels may be made optimal with targeting to 
specific cellular compartments or cell types 17 . Concerns have 
been raised recently regarding the potential acceleration of au- 
toimmune disease by oral administration of autoantigen pro- 
teins 18 ". Although the issue of potential acceleration of disease 
needs to be carefully considered in any clinical trials, a similar 
approach using human GAD65 expressed in edible transgenic 
plants may be useful in individuals at risk for developing dia- 
betes. Although the availability of GAD protein from transgenic 
plants in large quantities will facilitate further studies of its role 
in the pathogenesis of diabetes, plants may also be useful in the 
production of many other candidate mammalian proteins to in- 
duce oral tolerance in autoimmune diseases and transplantation. 

Methods 

Construction of plants expressing mouse GAD67. A revised restriction 
map based on the mouse GAD67 cDNA clone 7,11 is shown in Fig. 1a. The 
coding sequence of GAD67 cDNA was modified to introduce an rVcol site as 
part of the ATG start codon. The modified GAD67 was used to replace the 
p-glucuronidase (GUS) coding region in pTRL2-GUS composed of a CaMV 
35S promoter with a double enhancer sequence (Ehn-35S) linked to a 5' 
untranslated tobacco etch virus leader sequence, GUS and a nopaline syn- 
thase (NOS) terminator 20 . The resulting expression cassette was inserted 
into the binary vector pBIN19, and the resulting pSM215 was transferred 
into Agrobacterium tumefaclens 2 \ Transformation of low-alkaloid tobacco 
(cv. Lonibow) and potato (Solanum tuberosum cv. Pesiree) was by leaf-disc 
cocultivation with A. tumefaciens LBA4404 containing GAD plasm id 
pSM215 (Fig. 1 a) or pBINl 9 alone, using a method described for tobacco" 
and potato 2 *. Mature plants were regenerated from shoots under antibiotic 
selection in hormone-free rooting medium, and high-expression plants 
were selected for long-term maintenance. 

Western blot and tissue printing. Soluble proteins from transgenic plants 
were extracted in buffer with protease inhibitors and quantified with bovine 
serum albumin (BSA). Samples were applied to 1 2% acrylamide SDS-PAGE 
gels 2 *. Detection was by an enhanced chemiluminescence method 
(Boehringer Mannheim) after incubation with anti-GAD antibody' and a 
horseradish peroxidase-conjugated secondary antibody. For scanning den- 
sitometry of blots we used Image 1.41 (National Institutes of Health, 
Bethesda, MD) on a Macintosh PowerPC computer (Cupertino, CA). 

Oral feeding trials. NOD mice were housed according to guidelines of the 
Canadian Council on Animal Care and were screened for bacterial and viral 
pathogens. Parental colony incidence of diabetes in female mice is 70-80% 



by 30 weeks. Female NOD mice were started at 5 weeks of age. Fresh 
GAD67 potato tuber slices were added to feed (approximately 3 g per 
mouse) or freeze-dried GAD67 tobacco leaves were mixed into feed (1 g 
per mouse) offered to cages of two to four mice, and the amount was cal- 
culated to deliver approximately 1-1.5 mg of GAD67 per mouse daily if 
completely ingested. Control mice received an equivalent amount of corre- 
sponding plant tissue from vector-transformed plants, and on most days 
the supplement was completely consumed. Glucose levels were monitored 
weekly in urine by using TES-TAPE (Lilly, Indianapolis, IN), with serum test- 
ing to confirm diabetes (>1 6.7 mmol/l on two consecutive days; Giucoscan 
2000 Strips, Lifescan, Milpitas, CA). 

T-cell proliferation and cytokine assays. NOD mice were challenged with 
50 u.g of highly purified Escherichia co//-derived recombinant GAD67 
(MGAD) 7 , combined with incomplete Freund's adjuvant (IFA; Sigma 
Chemical Co.), injected into each hind foot pad, after 4 weeks of supple- 
mentation. Ten days later mice were killed, and a single-ceil suspension of 
lymph node or spleen cells was cultured in 96-weli flat-bottomed plates 
(Becton Dickinson, Nj) at 2 x 70' cells/well in RPMI (BioWhittaker, 
Walkersville, MD) supplemented with 10% FCS (Gibco, Grand Island, NY). 
Cultures were stimulated with purified MGAD (10-20 u.g/ml) or OVA (10 
u.g/ml, Sigma) as a negative control. Cultures were incubated for 72 h be- 
fore pulsing with [ 3 H]thymidine (1 uCi/well; Du Pont-NEN, Boston, MA) 
and counting (LKB Instruments, Gaithersburg, MD). Proliferation was con- 
sidered positive if the stimulation index (SI) was greater than 3.0 and the 
change in counts per minute from control (medium alone) was >500. For 
cytokine assays, spleen cells (4 X 1 0Vwell) were cultured for 24 or 48 h in 
24-well flat-bottomed plates with 2 ml of RPMI with FCS, anti-CD3 mAb 
(145.2C1 1, 5 u.g/ml) and purified mouse GAD67 (1 0 jig/ml). Supernatants 
were tested for IFN-7, IL-4 and IL-1 0 by standard sandwich ELISA using a kit 
(PharMingen, San Diego, CA), and results are expressed as arbitrary ab- 
sorbance units at 405 nm (A 03 ) for group comparisons. 

Antl-GAD antibody isotyplng. Mice used for T-cell proliferation assays 
were assessed for anti-CAD antibody leyels by ELISA as previously described 7 
with anti-isotype (lgG1, lgG2a) antibody (Becton Dickinson, Mississauga, 
Ont.). Data are presented as means of A m of grouped samples. 
Statistics. Data are expressed as means ± s.e.m. Statistical analyses of 
grouped data were carried out using analysis of variance. (ANOVA). 
Differences in the incidence of diabetes between treatment groups were an- 
alyzed by actuarial survival to the time of diabetes and log rank tests 
(Statview, Abacus, Berkeley, CA). 
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TX US biotechnology firm Autoimmune saw its shares crash 74% on September 

1 to close at $1.40 following the announcement that its oral tolerance 
drug Colloral (collagen) had failed in Phase III development. By the end 
of the trading week (September 3), the firm's stock was selling at a 
miserly $0*84, a nasty turnaround for a company which was riding high on 
the back of its oral tolerance technology a couple of years ago with stock 
being traded around the $14 mark. 

Autoimmune says that Colloral will be dropped from development and the 
firm will "immediately reduce its headcount and other operating expenses 
to conserve resources as we evaluate our strategic options to maximize 
shareholder value." The company told the Marketletter that it plans to cut 
its workforce by 96%, downsizing to eight staff from 26 immediately and 
then to two employees by the end of the month. 

In the 772 -patient trial, Colloral was found to be safe but did not meet 
the primary endpoint, which the spokeswoman said was achieving statistical 
significance in three out of the "core-four" parameters (tender joints, 
swollen joints, physician's global assessment and patient global 
assessment) . While Autoimmune says that "substantial improvements" from 
baseline were observed in each of these measurements, the placebo response 
was "much greater than previously observed." In fact, the spokeswoman 
noted that, although the data were not publicly available at present, the 
placebo response was two times higher than in previous studies of the 
drug. Full data may be presented at a forthcoming rheumatology meeting, 
and the firm is considering switching the focus of Colloral to a 
nutraceutical product. 

. When asked whether the trial could be designed differently, the 
spokeswoman told the Marketletter that it "was perfect." Financially, 
however, the firm cannot keep funding the clinical development of 
Colloral . Autoimmune had continued its clinical development of the drug 
even though earlier trials had failed to demonstrate strong data. Two 
years ago, the company revealed that two Phase II trials of Colloral in RA 
had failed to yield statistically significant results (Marketletter May 
19, 1997). However, the firm decided to pursue Phase III development - 
following an independent re -analysis by statisticians who concluded that 
the drug was significantly more effective than placebo (Marketletter 
September 15, 1997) . 

General expectations for the drug were not high, particularly following 
the earlier failure of another mucosal tolerance program, Myloral 
(myelin basic protein) for multiple sclerosis which performed no better 
than placebo in Phase III trials. 

Yet some investors may see this a good buying opportunity, with analysts 
pointing out that the company has a decent, cash -position with few 
liabilities; as of June 30, the firm had cash and cash equivalents of 
almost $9.7 million and the spokeswoman added that once liabilities have 
been paid, this will be down to around $7 million. 

Ideal opportunity to buy? 



Furthermore, Autoimmune has a very strong intellectual property position 
and is still conducting a number of other trials which are funded 




externally. These include studies in new-onset type 1 diabetes . (with Eli 
Lilly) and a pilot trial in chronic organ transplant rejection (results 
from both are due next year) . Enrollment is continuing in a National 
Institutes of Health-funded long-term prevention study for type 1 
diabetes . 

Importantly, the firm also has an exclusive agreement with Teva 
Pharmaceutical for applications of Autoimmune' s proprietary technology. 
The deal covers the development of an oral formulation of Teva's 
injectable multiple sclerosis drug Copaxone (glatiramer acetate) and an 
oral product for the treatment of myasthenia gravis, for which Autoimmune 
will receive milestone payments on product approval and royalties on any 
future sales. Teva is getting ready to start a Phase II/III trial of oral 
Copaxone with the first patient expected to be enrolled by year end, while 
the product for myasthenia gravis is also due to begin clinical 
development before the end of the year. 

Despite speculation that the company's faith in the potential of 
inducing oral tolerance to antigens as a means of treating autoimmune 
disease may be misguided, Autoimmune says it still firmly believes in its 
technology. In a statement, the company said that "both basic and clinical 
research focused on enhancing the biological effect of [mucosal tolerance 
therapy] in patients will continue." 

Autoimmune is currently assessing a number of different plans, including 
possible mergers and converting into a shell company while waiting for 
clinical data from its other ongoing trials to come through. The 
spokeswoman said that there has been interest from some firms in a merger, 
particularly as Autoimmune has such a strong IP position. 

THIS IS THE FULL TEXT: COPYRIGHT 1999 Marketletter Publications Ltd. (UK) 

Subscription: 449 British Pound Sterling per year as of 1/97. Published 
weekly. Contact Marketletter (Publications) Ltd., 54/55 Wilton Rd. , London 
SW1V IDE, UK. Phone (71) 828-7272. FAX (71) 828-0415. 
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Abstract 

Aims/hypothesis. Inductipn of toieraitce to insulin is 
achievable in animal models of type 1 (insulin* 
dependent) Diabetes melliius iby oral treatment with 
this hormone, which can lead to prevention of the dis* 
ease, In the Diabetes Prevention Trial of Type I dia- 
betes (DFT-iy oral iiuuiia is given with the aim of 
preventing disease 'insurgente* Wo invc#igaied 
whethe r U gi ven at diagnosis of Type I diabetes in fcu* 
mam, oral insulin can still act as a tolerogen and 
therefore preserve residual beta*cell function* which 
i$ known to he substantial at diagnosis. 
Methods* A double-blind trial was carried out in pa- 
tients (mean age ± $D: 14 ±8 years) wUb recent* 
onset Type I diabetes to whom oral insulin (5 tng dai* 
|y) or placebo was given for 12 months in addition to 
intensive subcutaneous insulin therapy, A total of 32 
patients with clinical Type I diabetes ( < 4 weeks du- 
ration) were studied. Basal C peptide arid glycated 
haemoglobin were measured and the insulin require* 
ment monitored every 3 month* up to 1 yean Insulin 
antibodies; were also measured in 27 patients treated 
with oral insulin and in 1$ patients receiving placebo 



ai the beginning of the trial and after 3, 6 and 
12 months of treatment. 

Results. The trial was completed by 80 patients. Over- 
all and without distinction between age at diagnosis, 
at 3, 3, 9 and 12 months baseline mean Opeptide se- 
cretion in patients treated with oral insulin did not 
differ from that of those patients treated with place* 
bo* In patients younger than 15 years a tendency for 
lower Opeptide values at 9 and 12 months was ob- 
served in the oral insulin group. Insulin requirement 
at 1 year was simitar between the two groups as well 
as the percentage of glycated haemoglobin. Finally* 
Jg<3 insulin antibodies were similar m tho two groups 
at each time point ; 
ConclwfortinitrpmmiQru The results of this study in- 
dicate that the addition of 5 mg of oral insulin does 
not modify the course of the disease in the first year 
after diagnosis and probably does not statistically af- 
fect the humoral immune response against insulin. 
{Diabetologia (2000) 43: 1000-1004} 

Keywords Type I diabetes, oral Insulin* insulin anti- 
bodies, prevention. 
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The use of insulin, given either subcutaneously or 
orally* In subjects at risk for1>pe I diabetes has been 
recently iouoduced in the Diabetes Prevention Trial 
ofiype I diabetes (Dm) trial, a large multinational 
trial in the United Stales* with the aim of preventing 
the destructions* beta celt* and the clinical onset of 
the disease [I], The rationale for the use of insulin in 
these patients is to induce beta-cell rest and/or toler- 
ance to the hormone and its peptides (2j which are 
thought to be important targets of the autoimmune 
response leading to beta-ccH destruction (3). to ani* 
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Table X Baseline dmicai characteristics and metabolic control at entry of the trial in t he two groups of patleflts 

Oral iwulio Placebo 



Number of paUeofc, 

(oumfecr of matet) 
A&e (yean ± SD) 

Duration of lyraptoavs before diagnosis <4«y») 
Blood gjucose at diagnosM (mmolA) 
Insulin dose (V - * dajr*) #$D 
Glycated haemogiofcio (%) X SD 
B^kftl C peptide (conol/1) * SB 



46 

14 J ±7,9 
34*5i>4.$ 

0.23*03 



3* 

n 

045*03 
0.1710.15 



Valuta between groups are noi statistically different 



raal models, this approach wa$ shown to be effective 
in halting the process leading to Type I (in$uli&*dfc* 
pendent) diabetes mellitus {4], Furthermore, oral in- 
sulin was able to reduce the extent and modify the 
type ofjymphocy tic infiltration in the pancreas of sus- 
ceptible mice{Sj. 

The International Diabetes Immunotherapy 
Group suggested that approaches to prevent Type I 
diabetes should first be tested in reeeat^onsetl^l 
diabetic patients arid, if ef festive, applied to pre-dia- 
betic people [6), In our study we evaluated the effects 
of oral insulin treatment at clinical onset of type I di* 
abates, which could aid in reducing the further de- 
struction of beta cells that generally occurs within 
the first XI month$ after diagnosis* la patients with 
recent-onset Type I diabetes, simultaneous treatment 
with subcutaneous and oral insulin might have con* 
siderabie effects, as the former could improve meta- 
bolic control and the latter induce tolerance* As dis- 
turbances In the gut immune reactivity could be rele- 
vant in the pathogenesis ofiype I diabetes [?}, induc- 
tion of oral tolerance with a specific antigen, such as 
insulin, could be appropriate for this disease, ft is 

therefore the aim of this double-blind randomized 
trial to find out whether treating patients who have 
recent-onset Type I diabetes with oral insulin in addi- 
tion to identified subcutaneous insulin therapy (S) 
could improve metabolic control, a$ measured by gly* 
cated haemoglobin value* Insulin dose and C peptide 
concentration. The effect of such treatment on the 
rat* of spontaneous clinical remission (suspension of 
insulin therapy) and on the extent of humoral im- 
mune response against insulin were'aUo evaluated, 



Subjects and methods 

StlttMn efpatUnu. Patients with recent-onsttType t diabetes 
(n a $2) were recruited by S participating centres of the 1 MOt- 
AB Group and 1 affiliated centre* Each Centre contributed 
with nearly equal numbers ol patients to the study. Inclusion 
.criteria were the following: (1) diagnosis of the disease accord* 
log to the World Health Organisation (WHO) criteria, with 
a$e at presentation between $ and 3$ years* (i) duration of 
conical disease (since the beginning of insulin therapy) less 
than 4 weeks, (3) no medical communications (including 



pregnancy) or any other major chronic disease, (4) willingness 
and capability to participate in regular follow-up. 

Patient* 1 , baseline clinical cbarteterteles end metabolic 
control at ent ry of the trial are shown in table \ f . 

Study design *wd trtQmwt protocol The st6dy was endorsed 
by the Italian Ministry of Health and approved by the central 
ethics, committee at the CcmeUi Policlinic, The Catholic Uni- 
versity of the Sacred Hears, Kome, After informed consent 
had been obtained and baseline measurements completed* a 
permu&d-bioek design: was used to blindly assign patients to 
each of the two treatment groups, A random number table 
was adopted with a prepared list and a randomization code 
was assigned to each participating centre, Of the patients 46 re- 
ceived 3 mg dally of oral Insulin and 36* placebo. Oral treat- 
ment began within 4 weeks of diagnosis m both groups and 
taste<| ii months* All patients also received intensive subcuta- 
neous insulin therapy as soon as possible after diagnosis to op* 
tlmrxe metabolic control and maintain blood glucose Concen- 
trations as near to normal as possible (see below). 

GuitUlincx for InsuJln thtropy* Alt participating centres used 
the same treatment protocol as in our previous 2MDIAB trials 
{9* 30} based on the following rules: if pre-prandial blood glu- 
cose values. were below 6,$ mmotfl, the iniUjm dose was de- 
creased by 10%; if blood glucose t^cemration* were comis- 
tcnity below 44 mmoW for more than % days the insulin dose 
w« decreased by 20 Insulin therapy was not discontinued 
unless 2-h postprandial blood glucose concentrations mea- 
sured at home were consistently below 74 mmoW, Patient* 
with blood glucose above lO mmot/l received a 10% increase 
In insulin dose or had their insulin regimen modified Frequent 
telephone eomuftetlons were arranged with j>ai§eat$ to adjust 
the Insulin dose as required. 

Invtstigaiicns md follow-up. Patients included In the study 
were followed up by the staff of the centre where they were en- 
rolled. Patients were started on a 35% carbohydrate diet and 
received three to four injections daily of regular plus interme- 
diate insulin. Each patient recorded capillary glucose concen- 
tration *i fasting and before and after meats daily, for a total 
of at least 20 weeks. The subcutaneous insulin dose was adjust- 
ed to obtain near*normal blood glucose concentrations. 

Padenu were examined weekly for the first month of thera- 
py and then monthly by the same team of physicians hi each 
participating centre. Drug toxicity was evaluated at follow-up 
visits, by liver and renal function tests and total blood count, 
Olycated haemoglobin (HbA,J (normal range 4-7%) was 
measured every 3 months by a column assay (Bio-Rad* Milan* 
Italy), and basal C peptide concentration was evaluated after 
euglycaemie was achieved before entry into the iiiaf, and at 
^monthly Intervals for i year thereafter. C peptide eoncentra* 
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Tofcle <L Metabolic outcomes during f oltow-up 





Orel insuUa 


Placebo 


Number of patients 44 


36 


Insulin dene ( U/kg) ± SD 


037*03 


3 mouths 




6mcmhs 




0.43*03 


« month* 


0^4±03 


o,$a*03 


H months 


0.41 ±02 


048*03 


Glycated haemoglobin (%) iSD 




3 moat hi 




$&±\3 


oinenUis 




63*13 


Smooths 


7.1 * 1.6 


73*14 


12 months 


7.6*13 


73*14 




k(nmoV))*SP' 




Srocathi 


030* 02 


030*0,2 


omombs ' 


030*0.2 


030*03 


9 months 


020*0.2 


033*03 


12mopih* 


031*0,2 


0-22 i 03 



Values bctwteo the two group? are ftot statistically different 
briniulmdo^»HbA U4 C peptide conccntrotf on 



tfon was measured by radioimmunoassay using a commercial- 
ly available fcit (Bio-Kad)^ The normal range of toting C pep- 
. tide established in 150 control subjects* 71 females and 
7£ males* aged 5--40 years, median 18 years, with no family his* 
lory of TVpe ! diabetes was 0 35-1 nmoW with intrecoetficienb 
and intercocfrteienu varying between 10% and 15%, respec- 
tively 

/w*</i>* mfihatiiu. Insulin amibodie* (XA) t expressed a* a con* 
cenmaon ol tt»iu/5|il serum; were measured in serum sam- 
ples drawn from 27 patient* treated with oral insulin end 18 re- 
ceiving placebo at the beginning of the trial and alter 3, 6 and 
12 mombs of treatment and stored at -20*C A modification 
of the micro-radio-binding assay of Williams JU) was used as 
described previously f 12}, The threshold and 99* eentUe pit $7 
control subjects, 51 females and 4$ males, aged 2~4S years, me- 
dian ?1 years, with lib family History of Type I diabetes, was 
calculated at greater than 4.4 insulin antibody units. 

Evaluation of rtsfxtnst tp thttttpy. Response to therapy was 
monitored throughout the study by investigating the occur- 
rene* of clinical (complete) remission defined, according to 
the teconMnendations of the international Diabetes Immune- 
mtm Oroup (IPIO), as restoration of normal fasting and 
postprandial blood glucose concentration without any insulin 
treatment for more than 2 weeks J6). Moreover* rottaboticcon* 
trol (C peptide, HbA H and insulin dose) was evaluated at 
3*monthly intervals. 

Smpk jig* wtt smtoM analysis. The number of patients to 
he Included in fhi study was calculated from an analysis of re* 
stilts of trials published in the past (courtesy of 1010 Registry). 
Setting alpha (probability of a type 1 error) cquaj to $>05 and 
beta (probability of a type 11 error) equal to 90%, the required 
sample aire was 74 patients (or a two-sided lest, To ensure the 
appropriate sample sue, g2 patients were recruited to allow 
for drop outs. 

KesuHs obtained in the different treatment groups were 
analysed felted by a team of statistician*. Differences in clinical 
rtmtuion proportions Utwcen patient groups were evaluated 
fcy the one sided Fisher** exact probability test For the analy- 
sis of the Integrated measures of metabolic cont rol (C peptide, 
HbA u and insulin dose), an analysis of variance was done; for 
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measuring differences between groups at different time inter* 
vats, the Mann-Whitney U test was used* *. 

For the analysts of antibody results, median antibody val- 
ues io the rwp groups at each time point were compared using 
the MaanAVhitaty t) test, whereas proportions of patients 
with 1A at each time point were compared using Fisher's exact 
probability test* 



Results 

Recruitment lasted 1 year, Tbere Were no significant 
differences between the two groups of patients in 
baselme clinical characteristics and metabolic control 
at iho time of enrollment (Table I). None of tho pa* 
tients suffered from any other autoimmune disease. 

Dropouts. Only two patients withdrew from the study 
and this was because of poor compliance,. 

Metabolic dam. Clinical remission was observed in 
one patient (lasting 3 months) in the oral insulin 
group and one patient (lasting B months) in the place* 
bo group. Insulin requirement was significantly re- 
duced in all patients after 3 months of treatment com- 
pared with the beginning of the trial but the patients 
treated with oral insulin and placebo did not differ In 
this respect (Table 2). The subcutaneous insulin dose 
required to obtain optimal metabolic control was 
similar in the two groups at 6, 9, and I? months. Basal 
C-pepttde secretion over 1 year of follow-up had a 
similar partem in both groups of patients, with an Ini- 
tial increase (compared with diagnosis), followed by a 
steady decrease which was slightly more pronounced 
in the oral insulin group. When age at diagnosis was 
taken iftto account, insulin dose, HBA U value* and 
C-peptide concentrations in patients older than 
15 years (# « 28) were not different at the beginning 
of the trial between oral insulin (n « 16) and place* « 
bo-treated (n « 12) patients and did not change there- 
after. In patients younger than 15 years (** «* 52), C- 
peptide concentrations after 9 and 12 months tended 
to decline more in the Oral insulin (« * 28) than iri 
the placebo group (n = 24), although the difference 
between the two groups did not reach statistical sig* 
mficance <Fig,i), Good metabolic control was 
achieved by all patients, as shown by the rapid de« 
cline in HbAu values after diagnosis, which persisted 
until the end of the study. Finally, no adverse effects 
were noted in patients 'receiving either oral insulin 
or placebo. 

insulin antibodies* Insulin antibodies were detectable 
at di&mt onset m 17 out of 11 (63 %) patients receiv- 
ing oral insulin and B out of 1$ £44 % ) receiving place- * 
bo; the humoral response against insulin increased 
during the study in 23 of the parents receiving oral 
insulin and 15 of those treated with placebo. No dif- 
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FffrL Basal Opeptide concentration (mean * SD) in patients 
younger than t$ year* Uea ted with oral insulin (it * 2& V ♦ ) 
and placebo — #— ), Values were lower at 9 and 
12 months lis the patient* treated with oral insulin, however 
they w«c not ataiisdealry different from thpsapatienfc treated 
wiih placebo 
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Bojfwhhitcr plot of insulin antibodies measured at var- 
lout time points inpatient* treated with oral insullo (filled bo*. 
**) or placebo (open boxes). Value* between the two groups 
were not stattsttcaUy dtffcrem at any tim* point 



ferences were observed. between the two groups in 
the proportion of patients with 1A or in the median 
insulin antibody concentrations at ^11 time points, al- 
though a trend towards lower antibody concentra- 
tions was evident in the group treated with oral Insu* 
lin after 3, $ and 12 months of treatment (Fig, 2), 
when andb^y results were analysed according to 
age at diagnosis (15 years), levels of I A after 3,6 and 
12 months were higher in younger pattern* (a* 32) 



than in older subjects (n * 13) (p < 0,02 at all lime 
points) but no significant differences were observed 
between patients treated with oral insulin and those 
treated with placebo when subdivided by age (data 

not shown). 



This double-blind trial with oral insulin in patients 
with recent-onset type J diabetes was designed to as* 
sess whether the addition of oral insulin at the time of 
clinical diagnosis could maintain or even improve the 
residual beta-cell function which is usually detectable 
in these patients; Oral insulin had no effect on residu* 
al beta^ell fcmctien, as assessed by C-peptide secre- 
tion. Furthermore, patients treated with oral insulin 
who were younger than 15 years at diagnosis showed 
- a tendency for a more pronounced decline of basal 
CpepUde concentrations 9 and 12 months after diag- 
nosis compared with patients matched with them for 
agefcmUre^ 

was not statistically significant We did not measure 
stimulated C peptide but limited the investigation to 
baseline C peptide concentrations. These were mea* 
sured under stdci and controlled conditions of tasting 
blood glucose less than WO mg/kg at the time of sam- 
pling (if blood glucose concentration was higher sam- 
. plingior <J peptide was postponed). The night before 
the test patients were also advi$ed to have a light 
meal and avoid any unnecessary stress. In the light 
of the results of baseline C-peptide concentrations it 
is doubtful that oral insulin had an effect on those of 
stimulated OpepUde* Older patients also did not 
benefit from the addition of oral insujini thus, tbj$ an- 
tigen-based therapy, which h supposed to induce tol- 
erance to a key antigen (e.g. insulin) in1>pe I diabe- 
tes, seems to be ineffective (at least at the doses used 
in this trial) m protecting residual beta-cell function 
in patients with recently diagnosed disease, 

There are a number of possibilities to explain 
these findings. One is that the oral insulin daily dose 
used in this trial (5 mg) was not sufficient. Several ex- 
perimental data have indicated that the dose of anti- 
gen is a critical factor for tolerance induction m au- 
toimmune diseases {13). A similar trial in France, in 
which two doses of oral insulin {23 nig and 75 mg) 
were used and preliminary data presented in abstract 
form did not shew any effect [14], As the addition of 
oral insulin does not influence metabolic control 
higher doses of oral insulin should possibly be tested. 
The use of an adjuvant carrier to increase the tolero- 
gen capacity of insulin is also worth consideration 
tor tolerance induction, with implications for clinical 

Another possibility is that at the time of clinical di- 
agnosis of lypel diabetes residual beta-cell mass is so 
small that the efficacy of this treatment cannot be 4e* 



tested, Thk might fes different \% pr^Typs I diabetes, 

in which beta<ell mass is almost unaffected and the 
spreading of the autoimmune response to a number 
of other antigens, which generally amplifies the ra te 
of beta-cell destruction, is stilt limited lit such n case 
tolerance induction might still be possible with insu- 
lin. || is, however, ofeonceni that in our trial !rta> 
meat with oral insulin seemed to accelerate the de- 
cline of beta-cell function, at least in the very young 
subjects* because insulin is considered to he the major 
target of the autoimmune attack against beta cells* es* 
pecially in young patients. In other autoimmune con* 
dition{$) the addition of oral antigens has induced an 
accelerating Meet on disease progression (16]. A tea. 
wmhte concent is that if oral insulin has no or nega* 
tive effects on the natural course of beta-cell destruc- 
tion In the first year after diagnosis it might have sim- 
ilar effects when given before the onset of overt hy- 
perglycaemia»The trend towards lower 1 A responses 
observed in patient* treated with oral insulin might 
reflect a modulation of the response induced against 
eJfogenotis insulin. The reduction wai, Immi nbt 
statistically significant, so it is difficult to draw any 
definitive conclusion on the effect of oral insulin giv- 
en at disease onset in terms of modulation of ami* 
gen^eclf^ 

AH these concerns apply to the prevention trials 
designed to iest whether intervention during the pro- 
dromal period of Type I diabetes can delay its clinical 
onset Specifically, the objective of the DPT4 is to 
<leterrnine whether antigen-based therapies (e.g> In* 
sulin) in non-diabetic relatives of patients with Type 
I diabetes cm delay the development of overt clinical 
disease (!}. Based on the results of our trial attention 
should be paid to the subjects in the oral treatment 
group of PtfM triaho find out whether oral insulin 
affects Opeptide secretion or Insulin antibody con* 
centrattons. 

Ineoftclusion, the addition ofSmg daily of oral in- 
sulin to regular subcutaneous Insulin therapy has no 
effect on residual beta<ell function in patients with 
recent-onset Type I diabetes and does not modify 
the humoral immune response against the hormone* 
These results have important implications for current 
thoughts in deigning strategies tor preventing Type I 
diabetes, 
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OBJECTIVE — This randomized, double-masked, placebo-controlled clinical trial tested 
whether oral insulin administration could delay or prevent type I diabetes in nondkberic 
relatives at risk for diabetes. = 

RESEARCH DESIGN AND METHODS We screened 103391 Hrsi- and^ second- 
degree relatives of patients with type 1 diabetes and analyzed 97,273 samples for islet cell 
antibodies. A total of 3,483 were antibody positive; 2,523 underwent genetic, immunological, 
and metabolic staging to quantify risk of developing diabetes; 388 had a 5-year risk projection of 
'26-50%; and 37 2 (median age 10.25 years) were randomly assigned to oral insulin (7.5 me/ day) 
or placebo; Oal glucose tolerance tests were performed every 6 months, trie median follow-up 
was. 4. 3 years, arid the primary end point was diagnosis of diabetes. 

RESULTS — . biabetes was diagnosed in 44 oral insulin and 53 placebo subjects; Annualized, 
rate of diabetes was similar in bom groups: 6.4% with oral insulin and 8.2% with placebo (hazard 
ratio 0.764, F « 0.189). In a hypothesis-generating analysis of a subgroup with insulin autoan- 
tibody levels, confirmed (on two occasions) ^80 riU/ml (ft - 263), there was the. sugges- 
tion ofnenenf: annualized diabetes ralen.2% with oral insulin and liT4% with ptono(0.56n. 
P = 0.015). ' ' 

■; CONCLUSIONS -tt tt is possible to identify individuals at high risk for type. 1 diabetes and 
t? enroll them in a large, multisite, randomised^ ^controlled .clinical tfmt Hqwbvcr^ oral insulin 
did not delay or prevent type 1 diabetes. Further studies' are needed to explore the potential role 
of oral insulin in delaying diabetes in relatives simiiart^S^ in the;^^ ; oup?Srli higher 1AA 

levels. " : v. 'r-y.'-- ^MW'W--^^'^^' 

■3i^^^etes Care - 

1 he Diabetes Prevention Trial-Type 1 relatives of pattenfs with type 1 diabetes. 
(DPT-1) was a randomized con- DPT-1 mcl«d^-*a : ^jSte trials. Rela- 
belled clinical initiative designed to Lives were sctcened fot islet cell atlttbod- 
determine whether it is possible to pre- ies (ICAs), aMS'th^c who were positive 
yeni or delay the onset of overt diabetes in underwent fuSi|iipg to assess pro- 
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. Abbreviations: DPT-1,. Diabetes PrcvcnrioQ Trial-Type 1 ;F?G V fasting plasma ^tucosc; FP1R, first-phase 
insulin response; 1AA, insulin autoantibody; ICA, islet cell antibody. 1FG, imrWed fasting glucose; IGT, 
irrir^tred glucose tofetance; GGT> oral gfucoseMerance. 
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jected 5-year risk of diabetes. Earlier we 
reported the results of the DPT- J paren- 
teral insulin trial, conducted in relatives 
with >50% projected 5-year risk of dia- 
betes (i). This article reports the results of 
the DPT-1 oral insulin trial in relatives < 
with a projected 5-year risk of diabetes of 
26-50%. In both trials, relatives were 
studied because of their 10- to 20-fold 
increased risk compared with the general 
population (2,3). 

Type 1 diabetes is a consequence of 
immune-mediated destruction of insulin- 
secreting pancreatic islet p-cells (4). A 
number of studies have suggested that 
oral administration of autoantigens in- 
duces protective : immunity that has the 
potential to downregulate ongoing de- 
structive immune reactions (5-7). Pep- 
tides derived from an orally admirustered 
antigen encounter the mucosal gut- 
associated lymphoid tissue, which serves 
both to protect the host from ingested 
pathogens and to prevent the host from 
reacting to ingested proteins. The concept 
is that tow doses of orally administered 
autoantigens; suppress autoimmunity by 
IndM^^ft-.^j i^n^^^fi^.;iY^uiaCciry T- 
celis in the gut, yyhich act by releasing 
inhibitory cytokines at the targer organ 
(5-7). In the mid-1990s, the concept; of 
oral antigen administration was quite 
popular, and studies were initiated ifr'a; 
number of human autoimmune diseases. 
In the. nonobese. diabetic mouse, model of 
type 1 diabetes, oral administration of in- 
sulin to young, pre-diabetic mice inhibits 
their development of type 1 diabetes (8- 
13). Oral insulin also prevented diabetes 
and even reversed hyperglycemia in a 
transgenic mouse model of virus-induced 
diabetes (14). The results in these animal 
models suggested that oral insulin could 
attenuate pancreatic islet autoimmunity, ; 
leading to a delay in the onset of the dis- 
ease, and was the impetus to conduct the 
DPT-1 oral irisulin trial. Moreover, the 
breakdown of insulin into smaller pep- 
tides in the gastrointestinal tract would 
avoid any hypoglycemic effects of insulin, 
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Oral insulin in relatives at risk for diabetes 



an " ad d iiion a 1 potent} a I benefit for testing 
oral insulin. 

RESEARCH DESIGN AND 

METHODS— The study was divided 
into ihree pans: screening, staging, and 
intervention (I). Participants were re- 
cruited from study clinics and through 
media campaigns. 

Screening 

First-degree (ages 3-45 years) and sec- 
ond-degree (ages 3-20 years) relatives of 
patients with type 1 diabetes were 
screened for ICAs. Those with 1CA titer 
> 1 0 juvenile Diabetes Foundation units 
were invited to have staging evaluations. 



Staging cbtifirraed: ICA positivlty, mea- 
sured insulin autoantibody (IAA) status, 
assessed first-phase insulin response 
(FP1R) to intravenous glucose, assessed 
oral glucose tolerance (OGT), and deter- 
mined presence or absence of HLA- 
DQA1*0102^)QBP0602 (a protective 
haplotype that excluded subjects from 
participation) (15,1 6). Relatives who 
were ICA + and IAA ^ and with FPIR 
above threshql d (d e fi ned below) and "nor- 
mal glucose tolerance were projected to 
have a 5-year risk of 26-50% ("interme- 
diate risk") and were eligible for the oral 
insulin trial Tho.se identified as having a 
5-year risk of >50% ("high risk") were 
eligible for the parenteral insulin trial pre- 
viously reported (1). The original proto- 
col had an entry criterion of confirmed 
(on two occasions) IAA level >5 SD above 
the mean of the normal reference range 
(Lei v ^80 nU/ml). In October 1 997, after 
review of data from natural history st udies 
suggesting that a sufficient cutoff was > 3 
SD above the mean of the reference range, 
to enhance enrollment the entry criterion 
was changed to that level (i.e., IAA ^39 
nlJ/ml). 

IhterVention 

The study was a double-masked, placebo- 
controlled^ randomized clinical trial, in 
which participants were assigned to re- 
ceive capsules of either oral insulin, 7.5 
mg of recombinant human insulin crys- 
tals (Eli Lilly, Indianapolis, IN) ^ or 
matched placebo. Capsules were pre-: 
pared with methylcellulose filler at a. com- 
pounding pharmacy (Belmar Pharmacy, 
Lakewood, COX Masked bottles of oral 
insulin or placebo were shipped to clini- 



cal sites from a research pharmacy (Mnf- 
f»u Cancvr Center, Tampa. DX '"Subjects 
~rx)nsu1urfl~th 
dose before breakfast each day, either by 
taking the capsule or, if the subject could 
not swallow capsules, sprinkling its con- 
tents in juice or on food. Randomization 
used a central automated system, strati- 
fied by clinical, center, using random vari- 
able block sizes. 

Study sites 

Study coordination, laboratory tests, and 
data management were done centrally. 
Protocols were approved by institutional 
review boards at all participating loca- 
tions across the U.S. and Canada, includ- 
ing 91 sites conducting the intervention. 
Participants (and/or their parents) pro- 
vided separate written consent for each 
pan, screening, staging, and intervention, 
and yearly thereafter for continuation in 
the study. 

Role of the funding source 

Representatives frorri the sponsoring in- 
stitutes of the National Institutes of 
Health (National Institute of Diabetes and 
Digestive arid Kidney Diseases, 1 National 
Institute of Allergy and Infectious Dis- 
eases, arid National Institute of Child 
Health and Human Development) served 
m the Peering Comminee and virtually 
i all or the study: group •committees and 
wet£ feji.;^^le1p)ari^ on their commit- 
tees, which were invoiced rrt all aspects of 
protocol' design, data analysis, ml prep- 
aration* of the -man us enpr. rhe other 
funding sources -provided only resources 
and were no? Wv0)vex\ m \M studyperse. 

Participants were seen every 6 months, 
and at those visits an OGT test was per- 
formed to assess glpemic status, the pri- 
mary study end • point. An intravenous 
glucose tolerance test was performed at 
baseline , annually thereafter, and at study 
end. Mixed-meal tolerance tests were per- 
formed at baseline, after 3 years, and at 
study end. 

Participants checked blood glucose if 
they experienced symptoms of hypogly- 
cemia. Presumed hypoglycemia (without 
measurement of glucose) was defined as 
epical symptoms that promptly resolved 
with food intake, Defihite hypoglycemia 
was defined as bl odd gi u cose : <2 . 8 
mmol/i (50 mg/dl) measured at the rirne 
of symptoms. Severe hypoglycemia was 



defined as loss oi consciousness, convul- 
sion, stupor, or hypoglycemia requiring 
"IHslsiTttTc^fTirTorher person or ireauTienT 
with intravenous glucose or subcutane- 
ous glucagon. Chemical hypoglycemia 
was deli ned by five-point (before break- 
fast, before lunch, before supper, 2 h after 
supper, 3:00 a.m.) home capillar)' blood 
glucose profiles obtained quarterly, if two 
of these glucose values were <2.8 mmol/l 
(<50 mg/dl). 



Tolerance test procedures 

Tolerance tests were performed after an 
overnight fast. Samples were drawn 
through a temporary indwelling intrave- 
nous catheter. Intravenous glucose toler- 
ance tests were performed as described 
(17,18); Insulin values at 1 and 3 min 
were added to determine FPIR. FPlRwas 
above threshold if ^lOth percentile for 
siblings, oflspringj and second-degree rela- 
tives feslOO jJiU/mi if age ^8 years; Ss60 
jxU/miifage <8 years) and > 1st percentile 
for parents (>60 uXVml). FPIR above 
threshold was required for eligibility. 

For the oral glucose tolerance test * the 
oral glucose (Sundex, Fisher) dose was 
1.75 g/kg (maximum 75 g). Plasma glu- 
cose values were interpreted according to 
American Diabetes Association guidelines 
(19); fasting plasma glucose (FPG) ^7,0 
mrhplA (^126 mg/di) or 120-min glu- 
cose ^1 LI mmol/l (^200 mg/dl) was 
considered diagnostic of diabetes; FPG 
6.1-6.9 mmol/l (1 10-125 mg/dl) signi- 
fied impaired fasting glucose (IFG); 120- 
min glucose 7.8-11.1 mmol/i (140-199 
mg^dl); signified impalipid glucose toler- 
ance (IGT) If a 30-, 60-, or 90-min level 
was > ILL mmol/l <>200 mg/dl) but 
FPG and 120-mlti levels were below 
threshold for IFG and IGT, this was noted 
as indeterminate glucose tolerance, A nor- 
mal OGT during staging was required for 
eligibility. Diagnosis of diabetes required 
confirmation oriv a subsequent day by 
OG T, elevated fasting plasma glucose; or 
random plasma glucose >; 1 Li tmttolA 
(^200 mg/dl) accompanied by symp- 
toms of polyuria, polydipsia, and/or 
weight; loss (19). 

For the mixed-meal tolerance test, a 
liquid formula meal was consumed (Sus- 
tacal/Boost, Mead Johnson Nutritionais; 6 
kcaJ/kg body weight, maximum 360 
kcal). • 
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103,391 Relatives screened for ICA 



5,756 Not Eligible 

126 had diabetes 

4,948 did not have a qualifying relative 
682 ineligible due to age 
362 Inadequate Wood collection 



97,273 Relatives eligible & tested for ICA 



3,48(pCA Positive 



22 Age <4 Years Old (Not old enough for IVQTT) 
724 Removed from study before IVGTT 

27 Protective HLA 

24 ICA confirmed negative 

36 ineligible due to age 

202 developed cJiaoetes 

267 withdrew consent 

168 lost to follow-up 
214 Failed to come for IVGTT 



2523had iV<5TT 



1126 Removed from study after IVGTT 
205 Protective HLA 

140 ICA confirmed negative (not eligible for rescreening) 
85 ineligible due to age 
258 developed diabetes 
272 withdrew consent 
168 lost to follow-up : 




57 Declined randomization 
22 Became eligible after 
randomization closed 



380 -Eligible Oral Insulin Trial 



16 Declined randomization 
0 Became eligible after 
randomization closed 




Figure 1— fHoW diagram oj 
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mm 



Tafele X-^rBascim ccha raci eristics oj ra ndomly assigned subjects 



Sa fely Monitoring Hoard, w:lh predefined 
stopping rules. 





Oval insulin group 


Placebo group 


; P value 


n 


186 


186 




Median age 


Jl .0(7-14) 


9.5(7-14) 


0.3569 


Average PP)R (|iU/miy 


161.6 + 7X4 


3 58.9 ± 99.2 


0.7672 


Race . 






0.2807 


White . . 


164(88.1) 


163 (87.6) 








I (1.0.J 




Hispanic 


8(43) 


14(7.5) 




Other 


9(4.7) 


7(3.7) 




Sex 






0.1381 


Male ; 


119(63.9) 


105(56.4) 




Female 


67(36.0) 


81 (43.5) 




Relationship to index patient with diabetes 






; 0 : 6552 


Sibling 


112(60.2) 


108(58.0) 




Offspring 


491263) 


53(28.4) 




Parent 


11(5.9) 


7(3.7) 




Second degree 
Antibody levels ..; 


14(7.5) 


18(0.6) 




Median ICAs (JDF units) 


80 (403-20) 


80 (40-160) 


0.9253 


Mean IAAs (nU/mf) 


382 ± 555 


346 ± 436 


0.4910 


GAP antibodies 






0.2908 


Positive 


144(77.8) 


136 (56.4) 




Negative; 


41 (22.1) 


50(43.5) 




1CA-512 antibodies : : 






0.9567 


Positive 


97 (52.4) 


97(52.1) 




Negative 


88(47.5) 


89(47.8) 




Micro JAA : 






0.0551 


Posinvey 


39 (293) 


28(19.4) 


" ■Negative . 


94(70.6) 


116(80.5) 




HbA lc (%) 






0.5949 


C-peptide area under curve : 








During intravenous glucose tolerance test 


mb. (mm 


35.1 (1:6:7) 


0.8800 


During oral glucose tolerance test 


5&15 (201.1) 




09858 


During mixed meal tolerance test , 


383-TiCi72 :4): : 


381.0(183.3) 


P^102 



Daia are means rirSD. n (%), or mean (interquartile range). 



Laboratory measures 

All assays were performed as previously 
described (1), including ICA (indirect im- 
munofluorescence), TAA (competitive flu- 
id-phase radioassay), plasma glucose 
(glucose oxidase method), insulin (radio- 
immunoassay), C-pcptide (radioimmu- 
noassay), and HLA-DQ typing (PCR 
using sequence-specific probes). 

Statistical methods 

The trial was designed assuming a 5-year 
cumulative diabetes incidence of 26- 
: 50% (annual hazard rate 6%), 80% power 
to detect a 50% reduction in incidence in 
the oral insulin group, and <x = 0.05 
ftvjrb^ailed): The oral insulin trial was de- 
signed to accrue subjects for 4 years with 
2 years of follow-up and an annual rate of 
loss to follow-up of 10%, gelding an es- 



timated aver j go pl^nnt^i duration of 
treatment of 2$ yea rs with a projected 70 
events occurring. The original projection 
was for a. 4-year accru^ period and sam- 
ple she of 490 'snh'j^M'm the oral insulin 
trial. 

Variables not normally distributed 
were log-transformed for analysis and 
back-transformed for presentation. Data 
were analyzed according to the intention- 
to-treat principle^ Kaplan-Meier life tables, 
were constructed and compared by the 
log-rank statistic, Gate^ 
were compared by Pearson's x 2 test or 
Fisher's exact test. EHfferences in means 
were tested using ANOVA. Tests of signif- 
icance were two-tailed, ftansticai analy- . 
ses weire performed using SAS software. 
Data on safety and efficacy were evaluated 
twice yearly by ah independent Data 



RESULTS— Screening began on 15 
February J 994, and the first subject in 
this protocol was randomly assigned on 
10 September 1096. The actual enroll- 
ment: period 1 was 6.1 years. By the time 
randomization was completed (31 OctOr 
ber 2002), screening samples for ICA had 
been obtained from 103,39 1 relatives. Of 
these, 97,634; were eligible for further 
study. Ineligible samples came from indi- 
viduals without an identified relative with 
diabetes or not in the age range defined by 
the protocol. By the end of enrollment, 
97,273 samples were analyzed for ICA 
and 3,483 (3.58%) relatives were ICA 
positive. Of these, 458 (13.1% of ICA 4 " 
individuals) were excluded before ran- 
domization because they already had di- 
abetes. A total of 2,523 (72.4% of 1CA + 
individuals) underwent staging. There 
were 1 ,844 relatives with intravenous 
glucose tolerance FPIR above threshold. 
As staging continued, a total of 388 rela L 
tives were ; classified as intermediate risk 
and eligible for randomization; of these., 
372 were randomized (97% of eligible 
subjects)* 186 to each study.arm (Fig. 1). 
Table 1 shows baseline characteristics; 
, there were no' statistically si^mcant:dif- 
ferences between treatment groups. Ori- : 
line appendix Fig. 1 (available at ; jjittp ^/ 
care. diabetesjournals.org) shows the 
frequency distribudon of age at random- 
ization by treatment arm, • 

Participants were followed for a me- 
dian of 1,582 days (4.3 years; interquar- 
tile range 928^ 1988). Annual rate of loss 
to follow-up was 0.2%, less than antici- 
pated in the protocol (10%). Annual non- 
compliance rate was 3.7% in the oral 
insulin group and 6.6% in the. placebo 
group, with noncompliance being failure 
to attend for scheduled tests and/or failure 
to take study medication. 

Final primary end point data were 
available for 98.4% of subjects random- 
ized. Diabetes was diagnosed in 97 par- 
ticipants^- 44 in the oral insulin group : 
and 53 in the placebo group, l^e majority 
(72%) of pamci^tswere^ 
at the time of diagnosis and/or were de- 
tected by study OGT tests The prbpbr- 
tiort of participants who developed 
diabetes, averaged annually over follow- 
up, was 6.4% per year in the oral insulin 
group and 8.2% per year in the placebo 
group, Cumulative incidence of diabetes 
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Figure 2^KajpIan-Nfri£r curves showing the proportion of subjects without diabetes during the. 
trial, by treatment assignment The number of subjects at risk in each group at each year of 
follow-up is enumerated at tfie bottom of die figure. The log-rank test was used for comparison 
between the groups, with the P values as indicated. 



was similar iri both groups (hazard ratio 

: o:?64, 95% a 0.511-1.142, p - o.i&o 

(Fig:;2). 

0 ( Progression to suspected diabetes (di- 
abetes on one occasion not subsequently 
confirmed) and progression to first ab- 
normal OGT test were examined sepa- 
rately (online appendix Fig; 2 A arid B). 
No treatment differences were found. 
Time to FPIR below threshold was also 
examined and again no difference was * 
found (online appendix big. 2C). ■ 
Insulin secretion was examined be- 
fore diagnosis of diabetes by assessing die 
C-peptide response during OGT and 
mixed-meal tolerance tests. There was no 



difference between groups for peak C- 
peptide value or area under the curve. 
Online appendix Fig. 3 shows area under 
the curve C-peptide values during OGT 
tests. 

There was no difference in glycemia 
between groups in the intentipn-td-treat 
analysis, A secondary regression analysis 
revealed that, compared with those who 
did not develop diabetes, subjects who 
;*po|ress^ pro- 
gressive increase m both HbA 3l (P < 
0;OOU and area under the curve glucose 
onsenai OGT xesis (P < 0,001 ) .; y> 

There; were no serious a d v e rsc events 
and no d\fo&nces W.nvec n groups m frc- 
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Figure 5— -Kaplan-Meter curves showing Ac proportion of subjects without diabetes during the 
trial by baselincIAA level (confirmed value ^80 nUM vs. at least one value 39-79): Thenumber 
of subjects at risk in each group at each year of follow-up is enumerated at die bottom of the figure. 
The log-rank test Was Used/or comparison between the groin*, with the P values as indicated. 



^sreWinrnerTTblas. was ^""peTlWpa^ 
tient-years in the oral insulin group and 
34 per 100 patien^years in the placebo 
group (P - 0.387). There were no re- 
pone d episodes of severe hypoglycemia. 

As noted, the initial entry criterion for 
1AA was a level ^80 nU/ml, which was 
subsequently changed to a level si39 nU/ 
ml There was the suggestion of an in- 
crcA$e.d rare of progression ro diabetes in 
subjects with IAA values >80 nU/mL 
(confirmed on two occasions; n = 263) 
compared with those with IAA values not 
confirmed >80 nU/ml (in which at least 
one or both measurements were "39 -79 
nU/ml; n - 109; P - 0.052) (Fig. 3). Ta- 
ble 2 shows baseline characteristics in 
those two cohorts; subjects with con- 
firmed IAA values >80 nU/ml were 
younger arid more likely to be male and 
had higher 1CA titers, higher frequency of 
other autoantibodies, arid lower levels of 
C-peptide. Alt of these characteristics are 
consistent with higher risk of diabetes. 

Among participants witti confirmed 
IAA :>80 nU/ml (n = 263), the propor- 
tion who developed diabetes was 6,2% 
per year in the oral insulin group 1 and 
10.4% per year in the placebo group, av- 
eraged annually over follow-up (hazard 
ratio 0.566, 95% CI 0.361-0.888; P == 
0.015) (Fig. 4). From the data, the: delay 
in diabetes, calculated from median sur- 
vival times, is projected as 4.5 years. On- 
line appendix Table 1 shows baseline 
characteristics of this cohort; except for 
greater proration of males in the oral in- 
sulin group, there were no statistically sig- 
nificant;: differences between treatment 
groups. r 

In contrast, among participants not 
confirmed as IAA >80 nU/ml (n 109), 
the proportion who developed diabetes 
was 6.9% per year in; the oral insulin 
group and 2.7% per year in the placebo 
group, averaged annually over follow-up 
(hazard ratio 2.702; 95% CI 0.949- 
7.694; P « 0.079; online appendix Fig. 
4). Online appendix Table 2 shows base- 
line characteristics; there were no statisti- 
cally significant differences between the 
oral insulin and placebo groups. 

In an analysis confined to subjects 
randomized before the change in IAA cri- 
terion on 31 October 1997(n = 106), all 
of whom had confirmed IAA >80nU/rru\ 
the proportion who developed diabetes 
was 6.4% pet year in the oral insulin 
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Table 2—Basdmc characlcriitus vj subjects by IAA status 



. V .. , • : • ' ■ -•■ : " ' •• 


Miil eonhrffted 

1 A A •»»OA 

IAA .^oU ■, 


{ .on firmed 


..... P value 


ft 




263 




Median age- , 


13.0(9-18) 


9.0 (6-12) 


0.0000 


Average FP1R (^U/ml) (SO) 


1 72 J ± 73.1 


J 55.3 ±91 A 


0.0878 


Race 






0.9246 


White 


96 (88.0) 


231 (87.8) 




African American 


2(1.8) 


5(1.9) 




Hispanic 


7 (6.4) 


15 (5.7) 




Other 


4(3.6) 


12 (4.5> 




Sex 






0.OH5 


Male 


57(52.2) 


167(63.5) 




Female 


52 (47.7) 


96(36.5) 




Relationship to index pattern with diabetes 






0.1649 


Sibling 


58 (53.2) 


162 (61.6) 




Offspring 


31(28.4) 


71 (27,0) 




Parent 


9(8.2) 


9 (3.4.) 




Second degree 


11 (10.0) 


21 (7.9) 




Antibody levels 








Median ICAs (JDF units) 


40 (20-160) 


80(40-320) 


0.0001 




72.0 ± 723 


485.2 ± 547.5 


0.0000 


GAD antibodies 






0.0461 


Positive- 


74 (68;5) 


206(78.3) 




Negative 


34 (31.4) 


57 (2L6) 




1CA-512 antibodies 






0.0043 


Positive 


44 (40.7) 


150 (57.0) 




Negative 


64 (59.2) 


113(42.9) 




Micro IAA. 






OO'OOO 


Positive 


4 (5.0) 


63(31.9) 




Negative 


• : .7^©5-,.0>.: 






HbAi.eW 


•5:3fi.0B7 : : : 


5 35 ± 0:36' 


0.6112 


C-peptidje area under curve 








During intravenous glucose tolerance test 


40.1(16.7) 






During oral glucose tolerance test 


563:.9.(225;0) 


476.6 (& i) 


|p0002 


During mixed-meal tolerance test 


M3 um% 


365.2(169.5) 


§UOO00 



Data are means £ SD, n (%), or mean, (interquartile range). 



group and 1 13% per year in the placebo 
group, averaged annually over follow-up 
(hazard ratio 0.539; 95% Cl 0.298- 
0.976; P = 0.035) (Rg. 5). From the data, 
the delay in diabetes, calculated from me- 
dian survival times, is projected as 4.8 years. 
Online appendix Table 3 shows baseline 
characteristics; there were no statistically 
significant differences by treatment. 

CONCLUSIONS Oral insulin has 
been used in three studies to test the con- 
cept of oral antigen administration in an 
effort to preserve pancreatic islet 3-cetl 
function in newly diagnosed type 1 dia- 
betes (20-22). All three trials failed to 
show a consistent beneficial effect. Like- 
wise, in BB rats, oral insulin not only 
failed to prevent type 1 diabetes (23) but, 



when administered with an adjuvant, ac- 
tually accelerated cJie development of di- 
abetes (24). This Ending is in stark 
contrast wijh tfi£;§ppeiai effects of oral 
insulin obserredl|pe nonobese 1 diabetic 
mouse (8-13) an Jm a transgenic mouse 
model of virus-induced diabetes ( 14). 
Oral antigen administration had only 
small and inconsistent benefits in clinical 
trials in multiple sclerosis and rheuma- 
toid arthritis, despite success in animal 
models of those autoimmune diseases 

Unfortunately, in the primary analy- 
sis of relatives selected and randomized in 
DPT-1, oral insulin did not delay or pre- 
vent development of diabetes. There was 
greater variability in the I AA assay for val- 
ues 39-79 nU/ml than, for values; >:80 
nil/ml, particularly in confirmation of a 



-positive result (98.7% overall confii liga- 
tion forvalues £r80nU/ml compared with 
^076^r1w^dueT-39^9nTD/^ 
prompted comparison or the rate of evo- 
lution of diabetes by entry >AA level (Fig. 
3). fhc cohort with confirmed IAA S:80 
nL)/mi (the original entry IAA criterion) 
progressed to diabetes at a faster rate than 
those subjects who did not have con- 
firmed IAA ^30 nU/ml. In addition, 
Lhose with confirmed IAA >8Q nlj/ml 
had other risk characteristics that suggest 
more rapid evolution to diabetes, includ- 
ing younger age, greater likelihood of 
having other antibodies, and greater loss 
of 3-ceil function (lower levels of plasma 
C-peptide in response to several provoc- 
ative challenges). 

We then examined the effects of in- 
tervention in each of these two sub- 
groups. The group with confirmed IAA 
^ 80 nU/ml showed a beneficial effect, of 
oral insulin, whereas the group who did 
not Have confirmed IAA ^80 nU/ml 
showed a trend suggesting a detrimental 
effect of oral insulin. This group also had 
a much lower overall rate of development 
of diabetes. Thus, the significance of this 
finding is unclear but is reminiscent of the 
adjuvant induced acceleration of diabetes 
observed in the BB rat (24). 

To gain further insight into the im- 
pact of the change that was made in the 
entry lAA' criterion", we performed an 
analysis confined to subjects randomized 
before the change in IAA criterion (31 Oc- 
tober 1997), all of whom had confirmed 
IAA ^80 nU/ml. In this analysis, the re- 
sults were comparable to those seen iri all 
subjects with confirmed IAA ^80 nU/ml. 
There is an obvious lesson for clinical tri- 
alists not to tamper with the trial design 
because enrollment is lagging. One might 
hypothesize that there might have been a 
dear beneficial result in the overall trial if 
the IAA entry criterion had not been 
changed. However, because none of these 
subgroup analyses were prespecified. the 
results suggesting a potential beneficial 
effect in the subgroup with baseline- 
confirmed IAA 5:80 nU/ral (either all sub- 
jects or those enrolled before the protocol 
change) can only be deemed hypothesis- 
generating and not a positive outcome. As 
a consequence, the successor study group 
to DPT-1; the Type 1 Diabetes TrialNet 
clinical trials network, is contemplating a 
confirmatory study to explore the poten- 
tial role of oral insulin in delaying or pre- 
venting type 1 diabetes in relatives found 
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Figure 4-— Kaplan-Meier curves showing the proportion of subjects without diabetes during the 
trial by treatment assignment for subjects with baseline confirmed 1AA ^80 nV/ml The number « 
of subjects at risk in each group at each year offollow-vp is enumerated at the bottom of thefigu re. 
The log-rank test was used for comparison between the groups, with the? values as indicated. 



to be at risk for diabetes with IAA levels 
similar tb those in the DPT- 1 subgroup. 

there axe several possible explana- 
tions for failure, to demonstrate efficacy in 
the primary analysis. One is that oral in- 
sulin has no effect. Another, is that inclu- 
sion of subjects with variable and lower 
risk of diabetes (those with IAA 39-79 
htVml) may have masked a treatment ef- 
fect or that in some of these subjects dia- 
betes may have been accelerated. A third 
possibility is that the dose used in this 
study was unable Vo sufficiently stimulate : 
the immune system , but this is difficult to 
test because we have no established im- 
munologic biomarkers of disease progress 



sion. Perhaps if an adjuvant had been 
used, some effect would have been more 
evident. In animal models that tested oral 
insulin, heterologous (either porcine or 
human) insulin was used. It is possible 
that homologous insulin, as used here, 
may have failed to elicit a protective im- 
munologic response. Lastly, the timing of 
our intervention may have been incorrect. 
Although there has been speculation that 
once : .xhe,M^ to 
detect relatives -at increased risk for type 1 
diabetec m detectable then the destruc- 
ritfe.ithm^ 

bymanRgenrbased therapy, ms of Inter- 
est that the subgroup who may have had 
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Fignrc 5~Kaplan-Ueier curves showing the proportion of subjects without diabetes during the 
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some bend); of therapy had evidence of 
being farther along in the disease process 
trngrTerH^ 
■of antibodies, arid lower levels of C- 
pepude). 

The parameters used to predict devel- 
opment of diabetes In relatives of individ- 
uals with diabetes were accurate. Risk was 
projected to. be 26-50%, whereas actual 
risk was' 35% over 5 years. Similarly, in 
our previously reported parenteral insu- 
lin trial, 5-year risk was projected to be 
>50% and actual risk was 65% (1). The 
ability to quantify risk in relatives of pa- 
tients with type 1 diabetes and to ran- 
domly assign those relatives in controlled 
clinical trials permits the design of studies 
that will ultimately lead to determination 
of whether the type 1 diabetes disease 
process can be altered in human beings to 
delay or prevent the development of clin- 
ical diabetes. 

Three large randomized controlled 
trials designed to delay or prevent type 1 
diabetes— the two DPT-1 trials and the : 
European Diabetes Nicotinamide Inter- 
vention Trial (25)— have failed to dem- 
onstrate a treatment effect. It should be 
noted thai of the myriad of interventions 
that had shown predinle&l efficacy, both 
DPT-1 and the European Diabetes Nico- 
tinamide Intervention Trial chose to Use 
mtervenrions with low toxicity in their at- 
tempts to interdict the type 1 diabetes dis- 
ease process. Thus, it should not bt 
concluded that it is impossible to delay or 
prevent type 1 diabetes; rather , it may re- 
quire, resting of more, potent in rerven ti ons 
or combinations of therapies, guided by 
better understanding of the immuno- 
pathogenesis of the disease, to demon- 
strate attenuation or amelioration of the 
destructive immune process leading to : 
type 1 diabetes. 
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Abstract: Recent advances have enabled researchers to induce tolerance 
in animal transplant models. Although it has beeo relatively easy to do so 
in rodents, it has beeo much more difficult to translate such strategies 
into primates. Understanding the cellular aud molecular mechanisms of 
the alloimmune response has prompted the development of novel 
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Mechanisms of tolerance and promising new therapies, as well as the 
inherent difficulties in bringing them into clinical practice, arc reviewed 
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With improvements in surgical techniques, infec- 
tious disease therapy and overall medical care 
over the past few decades, manipulation of the 
immune response remains the major barrier to 
successful organ transplantation. The introduc- 
tion of cyclosporin A into clinical use in the early 
1980s (J) and the development of newer immu- 
nosuppressive drugs (2) have led to a significant 
reduction in acute rejection rates and improve- 
ment in short-term allograft survival. However, 
achieving long-term graft survival and over- 
coming chronic rejection remain difficult tasks 
(3, 4). Moreover, these drugs cause non-specific 
immunosuppression and result In an increased 
risk of infection, malignancy and cardiovascular 



Abbreviation* Ag, antigen; APC. antigen presenting cell; CD, 
duater or differentiation; CT LA, cytotoxic T lymphocyte anligru; • 
FaaL, Fa* ligartd; gp39, glycoprotein 39;JCAM, lauieelluUr 
adhcaoo molecule;. IOOS, tndurible co-ttJiTroJator; 1$, Immuoo- 
BJobuUn; 1L, ioterltokio; IL-2R, ioUrUvkia-2 rtwpior; 1FN. 
interferon; LFA, leokocyt* function associated antigen; MHC, 
major kutocompatieility complex; TCR, T<*U rwepior, Th, T 
helper; TNP, tumor necrojU factor. 



• Ccx&vt author*. This material was presented at the 3rd 
International Congras on Pediatric Traaspfanutfon, Boston, 
MA, USA, July 1998. 



disease. Thercfoie, the major goal of transplanta- 
tion research is the development of strategies to 
induce donor-specific tolerance. 

Tolerance has been denned as a state of specific 
immunologic unresponsiveness to the antigens of 
the graft in the absence of maintenance tmimi- * 
nosuppression (5). However, it is now clear that 
active immunoregulatory , mechanisms may be 
important in the development and maintenance 
of tolerance. Perhaps a more accurate definition 
of tolerance would be the absence of a destructive 
immune response against the graft in an immu- 
nocompetent host (6), In vivo criteria for donor- 
specific tolerance are the absence of acute 
rejection with prolongation ' of graft survival 
and acceptance of second test grafts from the 
original donor, while maintaining the ability to 
reject third party grafts. Unfortunately, investi- 
gators have only recently started to examine graft 
morphology and function in long-term surviving 
'tolerant* animals. This is important, because 
long-term graft survival docs not necessarily 
imply tolerance. In fact, tolerance should not 
only prevent acute rejection but also the alloanti- 
gen-dependent component of chronic allograft 
dysfunction, the major cause of late graft 
dysfunction and loss in solid organ transplanta- 
tion (7). 



181 



Exhibit 10 



(12) INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(19) World Intellectual Property Organization 

International Bureau 

(43) International Publication Date 
11 July 2002 (11.07.2002) 




(10) International Publication Number 

PCT WO 02/053092 A2 



(51) International Patent Classification 7 : 



(21) International Application Number: PCT/IL02/00005 

(22) International Filing Date: 3 January 2002 (03.01.2002) 



(25) Filing Language: 

(26) Publication Language: 



A61K (81) Designated States (national): AE, AG, AL, AM, AT, AT 
(utility model), AU, AZ, BA, BB, BG, BR, BY, BZ, CA, 
CH, CN, CO, CR, CU, CZ, CZ (utility model), DE, DE 
(utility model), DK, DK (utility model), DM, DZ, EC, EE, 
EE (utility model), ES, FI, FI (utility model), GB, GD, GE, 
GH, GM, HR, HU, ID, IL, IN, IS, JP, KE, KG, KP, KR, 
KZ, LC, LK, LR, LS, LT, LU, LV, MA, MD, MG, MK, 
English MN, MW, MX, MZ, NO, NZ, OM, PH, PL, PT, RO, RU, 

SD, SE, SG, SI, SK, SK (utility model), SL, TJ, TM, TN, 
English TR, TT, TZ, UA, UG, US, UZ, VN, YU, ZA, ZM, ZW. 



(30) Priority Data: 

60/259,512 



4 January 2001 (0401.2001) US 



(71) Applicant (for all designated States except TJS)\ 
CARDIMMUNE LTD. [IL/IL]; 3 Hassosem Street, 
77 051 Ashdod (IL). 

(72) Inventors; and 

(75) Inventors/Applicants (for US only): HARATS, Dror 
[IL/IL]; 71 Mendes Street, 53 765 Ramat Gan (IL). 
GEORGE, Jacob [IL/IL]; 6 Anne Frank Street, 49 311 
Petah Tikva (IL). 

(74) Agent: G.E. EHRLICH (1995) LTD.; 28 Bezalel Street, 
52 521 Ramat Gan (IL). 



(84) Designated States (regional): ARIPO patent (GH, GM, 
KE, LS, MW, MZ, SD, SL, SZ, TZ, UG, ZM, ZW), 
Eurasian patent (AM, AZ, BY, KG, KZ, MD, RU, TJ, TM), 
European patent (AT, BE, CH, CY, DE, DK, ES, FI, FR, 
GB, GR, IE, IT, LU, MC, NL, PT, SE, TR), OAPI patent 
(BF, BJ, CF, CG, CI, CM, GA, GN, GQ, GW, ML, MR, 
NE, SN, TD, TG). 

Published: 

— without international search report and to be republished 
upon receipt of that report 

For two-letter codes and other abbreviations, refer to the "Guid- 
ance Notes on Codes and Abbreviations" appearing at the begin- 
ning of each regular issue of the PCT Gazette. 



1 

IT) 

© ; — 

(54) Title: METHODS EMPLOYING AND COMPOSITIONS CONTAINING PLAQUE ASSOCIATED MOLECULES FOR 
O PREVENTION AND TREATMENT OF ATHEROSCLEROSIS 

o 

pfr- (57) Abstract: Methods and compositions employing plaque associated molecules effective in inducing mucosal tolerance and in- 
^ hibiting inflammatory processes contributing to atheromatous vascular disease and sequalae are provided. 



WO 02/053092 



PCT/IL02/00005 



1 

METHODS EMPLOYING AND COMPOSITIONS CONTAINING 
PLAQUE ASSOCIATED MOLECULES FOR PREVENTION AND 
TREATMENT OF ATHEROSCLEROSIS 

5 FIELD AND BACKGROUND OF THE INVENTION 

The present invention relates to atheromatous plaque associated 
molecules for prevention and treatment of atherosclerosis and related disease 
and, more particularly, to methods and compositions employing plaque 
associated molecules effective in inducing mucosal tolerance and inhibiting 

io inflammatory processes contributing to atheromatous vascular disease and 
sequalae. 

Cardiovascular disease is a major health risk throughout the 
industrialized world. Atherosclerosis, the most prevalent of cardiovascular 
diseases, is the principal cause of heart attack, stroke, and gangrene of the 

15 extremities, and as such, the principal cause of death in the United States. 
Atherosclerosis is a complex disease involving many cell types and molecular 
factors (for a detailed review, see Ross, 1993, Nature 362: 801-809). The 
process, which occurs in response to insults to the endothelium and smooth 
muscle cells (SMCs) of the wall of the artery, consists of the formation of 

20 fibrofatty and fibrous lesions or plaques, preceded and accompanied by 
inflammation. The advanced lesions of atherosclerosis may occlude the artery 
concerned, and result from an excessive inflammatory-fibroproliferative 
response to numerous different forms of insult. For example, shear stresses are 
thought to be responsible for the frequent occurrence of atherosclerotic 

25 plaques in regions of the circulatory system where turbulent blood flow occurs, 
such as branch points and irregular structures. 

The first observable event in the formation of an atherosclerotic plaque 
occurs when inflammatory cells such as monocyte-derived macrophages 
adhere to the vascular endothelial layer and transmigrate through to the sub- 

30 endothelial space. Elevated plasma LDL levels lead to lipid engorgement of 
the vessel walls, with adjacent endothelial cells producing oxidized low 



WO 02/053092 PCT/EL02/00005 

2 

density lipoprotein (LDL). In addition, lipoprotein entrapment by the 
extracellular matrix leads to progressive oxidation of LDL by lipoxygenases, 
reactive oxygen species, peroxynitrite and/or myeloperoxidase as well as other 
oxidizing compounds. These oxidized forms of LDLs are then taken up in 
5 large amounts by vascular cells through scavenger receptors expressed on their 
surfaces. 

Lipid-filled monocytes and smooth-muscle derived cells are called 
foam cells, and are the major constituent of the fatty streak. Interactions 
between foam cells and the endothelial and smooth muscle cells surrounding 

10 them produce a state of chronic local inflammation which can eventually lead 
to activation of endothelial cells, increased macrophage apoptosis, smooth 
muscle cell proliferation and migration, and the formation of a fibrous plaque 
(Hajjar, DP and Haberland, ME, J.Biol Chem 1997 Sep 12; 272(37):22975~ 
.78). Such plaques occlude the blood vessels concerned and thus restrict the 

15 flow of blood, resulting in ischemia, a condition characterized by a lack of 
oxygen supply in tissues of organs due to inadequate perfusion. When the 
involved arteries block the blood flow to the heart, a person is afflicted with a 
'heart attack'; when the brain arteries occlude, the person experiences a stroke. 
When arteries to the limbs narrow, the result is severe pain, decreased physical 

20 mobility and possibly the need for amputation. 

Oxidized LDL has been implicated in the pathogenesis of 
atherosclerosis and atherothrombosis, by it's action on monocytes and smooth 
muscle cells, and by inducing endothelial cell apoptosis, impairing 
anticoagulant balance in the endothelium. Oxidized LDL also inhibits anti- 

25 atherogenic HDL-associated breakdown of oxidized phospholipids (Mertens, 
A and Holvoet, P, FASEB J 2001 Oct; 15(12):2073-84). This association is 
also supported by many studies demonstrating the presence of oxidized LDL in 
the plaques in various animal models of atherogenesis; the retardation of 
atherogenesis through inhibition of oxidation by pharmacological and/or 

30 genetic manipulations; and the promising results of some of the 
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interventionaltrials with anti-oxidant vitamins (see, for example, Witztum J 
and Steinberg, D, Trends Cardiovasc Med 2001 Apr-May;l l(3-4):93-102 for a 
review of current literature). Indeed, oxidized LDL and malondialdehyde 
(MDA)-modified LDL have been recently proposed as accurate blood markers 

5 for 1 st and 2 nd stages of coronary artery disease (US Pat. Nos. 6,309,888 to 
Holvoet et al and 6,255,070 to Witztum, et al). 

Reduction of LDL oxidation and activity has been the target of a 
number of suggested clinical applications for treatment and prevention of 
cardiovascular disease. Bucala, et al (US Pat. No. 5869534) discloses methods 

10 for the modulation of lipid peroxidation by reducing advanced glycosylation 
end product, lipid characteristic of age-, disease- and diabetes-related foam 
cell formation. Tang et al, at Incyte Pharmaceuticals, Inc. (US Pat. No. 
5,945,308) have disclosed the identification and proposed clinical application 
of a Human Oxidized LDL Receptor in the treatment of cardiovascular and 

15 autoimmune diseases and cancer. 

Another abundant atherogenesis-related plaque component is Beta 2 - 
Glycoprotein I. Beta 2 -Glycoprotein I (Beta2GPI) is a 50-kDa molecule that 
acts as an anticoagulant in in-vitro assays. Although the exact role of 
Beta2GPI in atherogenesis has yet to be elucidated, several relevant properties 

20 have been observed: 1) it is able to bind negatively charged phospholipids or 
phospholipid-expressing cells (apoptotic cells, activated platelets); 2) it is able 
to bind to modified cellular surfaces, enhancing their clearance by scavenging 
macrophages (Chonn A, et al J Biol Chem 1995; 270: 25845-49; and 
Thiagarajan P, et al Arterioscler Thromb Vase Biol 1 999; 1 9:2807- 1 1); and 3) 

25 it is an important target for binding of autoimmune antiphospholipid antibodies 
(aPLs). Beta2GPI has to undergo structural alteration in order to be 
recognized by aPLs. This alteration may be initiated, for example, by binding 
to negatively charged phospholipids or high binding plates, but also in vivo by 
binding apoptotic cells that express phophatidylserine. 
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Recent studies investigating the importance of anti Beta2GPI antibodies 
in promoting a procoagulant state have focused on the effects of these 
antibodies on cellular and protein components of the coagulation system 
(endothelial cells, platelets and macrophages; tissue factor and coagulation 

5 factors). These studies indicate that anti Beta2GPI antibodies prevent the 
deactivation of platelets, sustaining their phagocytic clearance; interact with 
late endosomes of human endothelial- cells; and suppress the inhibitory activity 
of the tissue factor pathway inhibitor. This association with coagulation events 
is consistent with Beta2GPIs proposed function in the prothrombotic 

10 antiphospholipid syndrome (APLS). Both US Pat Nos 5998223 and 5344758 
(to Matsuura, et al and Krilis, et al, respectively) disclose the application of 
anti Beta2GPI antibodies, some to cryptic epitopes, for diagnostics in APLS 
and SLE. However, no therapeutic applications are disclosed by the authors. 
A third important plaque-related component associated with 

15 atherogenesis is the 60/65 kDa heat shock protein (HSP). This mitochondrial 
protein is a member of the HSP family, which constitutes nearly 24 proteins 
displaying high degree of sequence homologies between different species. 
These proteins, as their name implies, are expressed in response to stresses 
including exposure to free radicals, heat, mechanical shear stress, infections 

20 and cytokines, and protect against unfolding and denaturation of cellular 
proteins. This has led to their designation as molecular 'chaperones'. However, 
HSP function may have undesired consequences, since over expression of 
HSPs may, under certain conditions promote an autoimmune reaction with 
resultant tissue damage. The mechanisms responsible for the HSP immune 

25 mediated damage are as yet unclear: it is presumed that cryptic, "non-self 
neo-epitopes are exposed following their upregulation. Alternatively, it was 
suggested that cross-reaction exists between self-HSP and 'foreign' HSP 
epitopes introduced following infections which may trigger a pathological, 
autoimmune response against native HSP. Support for the involvement of HSP 

30 in autoimmunity is provided by studies documenting enhanced autoantibody as 
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well as cellular response to HSP 60/65 in several autoimmune diseases 
(Schoenfeld, Y et al Autoimmunity 2000 Sep; 15(2):199-202; US Pat No. 
6130059 to Covacci, et al; and Gromadza G, et al Cerebrovascul Dis 2001, 
Oct; 12(3):235-39). 

5 The link between HSP 65 and atherosclerosis was initially recognized 

by George Wick's group, who found that normocholesterolemic rabbits 
immunized with different antigens developed atherosclerosis, provided the 
preparation used for immunization contained complete Freund's adjuvant 
(CFA)(Xu, Q, et al Arterioscler Thromb 1992;12:789-99). Since the major 

10 constituent of CFA is heat killed mycobacterium tuberculosis, the principal 
component of which is the HSP-65, they reasoned that the immune response 
towards this component led to the development of atherosclerosis. This was 
confirmed when these authors demonstrated that immunization of animals with 
HSP 65 produced pronounced atherosclerosis, and that T cells from 

15 experimentally atherosclerotic rabbits overexpressed HSP-65, indicating a 
localized immune reaction restricted to the stressed arterial vessel. The 
importance of endogenous HSP-65 in atherogenesis was further demonstrated 
by the acceleration of fatty streak formation following HSP-65 (or 
Mycobacterium tuberculosis) immunization of naive mice (George J, et al 

20 Arterioscler Thromb Vase Biol 1 999; 1 9:505- 1 0;). 

Involvement of humoral immune mechanisms in response to HSP-65 
were observed in atherosclerosis: a marked correlation has been found 
between high levels of anti-HSP65 antibodies and the extent of 
sonographically estimated carotid narrowing in a screen of healthy individuals 

25 (Xu Q. et al Lancet 1993; 341: 255-9; Xu Q. et al Circulation 1999; 
100(1 1).T 169-74). In addition, in-vitro experiments with cultured endothelial 
cells have demonstrated the concentration and time dependent induction of 
endothelial cell adhesion to monocytes and granulocytes following incubation 
withHSP65. 
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The association of HSP 65 with atherogenesis has led to a number of 
proposed therapeutic applications. Observing that immune reactivity to HSP 
65 correlated with both microbial (e.g. H. pylori) infection and atherosclerosis, 
Bernie et al (Eur Heart J 1998; 19:366-7) proposed antibiotic therapy for 
5 reduction of infection and anti- HSP antibodies. Similarly, Covacci, et al (US 
Pat No. 6130059) disclosed the use of H. pylori HSPs, and related peptides, for 
diagnostic and therapeutic applications in atherosclerosis. 

Atherosclerosis and autoimmune disease 

Because of the presumed role of the excessive inflammatory- 
10 fibroproliferative response in atherosclerosis and ischemia, a growing number 
of researchers have attempted to define an autoimmune component of vascular 
injury. In autoimmune diseases the immune system recognizes and attacks 
•normally non-antigenic body components (autoantigens), in addition to 
attacking invading foreign antigens. The autoimmune diseases are classified 
15 as auto- (or self-) antibody mediated or cell mediated diseases. Typical 
autoantibody mediated autoimmune diseases are myasthenia gravis and 
idiopathic thrombocytopenic purpura (ITP), while typical cell mediated 
diseases are Hashimoto's thyroiditis and type I (Juvenile) Diabetes. 

The recognition that immune mediated processes prevail within 
20 atherosclerotic lesions stems from the consistent observation of lymphocytes 
' and macrophages in the earliest stages, namely the fatty streaks. These 
lymphocytes, which include a predominant population of CD4+ cells (the 
" remainder being CD8+ cells) were found to be more abundant than 
macrophages in early lesions, as compared with the more advanced lesions, in 
25 which this ratio tends to reverse. These findings posed questions as to whether 
they reflect a primary immune sensitization to a possible antigen or 
alternatively, result from previously induced local tissue damage. Regardless 
of the factors responsible for the recruitment of these inflammatory cells to the 
early plaque, they seem to exhibit an activated state manifested by concomitant 
30 expression of MHC class II HLA-DR and interleukin (IL) receptor as well as 
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leukocyte common antigen (CD45R0) and the very late antigen 1 (VLA-1) 
integrin. Thus, the inflammatory reaction of the early stages of the 
atherosclerotic lesion may be either the primary initiating event leading to the 
production of various cytokines by the local cells (Le endothelial cells, 
5 macrophages, smooth muscle cells and inflammatory cells), or one form of the 
immune system's response to the hazardous process. Some of the cytokines 
which have been shown to be upregulated by the resident cells include TNF~a, 
BL-1, IL-2, IL-6, IL-8, IFN-y and monocyte chemoattractant peptide- 1 (MCP- 
1). Platelet derived growth factor (PDGF) and insulin-like growth factor 

10 (ILGF) which are expressed by all cellular constituents within atherosclerotic 
plaques have also been shown to be overexpressed, thus possibly intensifying 
the preexisting inflammatory reaction by a co-stimulatory support in the form 
of a mitogenic and chemotactic factor. Recently, Uyemura et al. ( J Clin Invest 
1996; 97: 2130-2138) have elucidated type 1 T-cell cytokine pattern in human 

15 atherosclerotic lesions exemplified by a strong expression of IFN-y but not IL- 
4 mRNA in comparison with normal arteries. Furthermore, IL-12 - a T-cell 
growth factor produced primarily by activated monocytes and a selective 
inducer of Thl cytokine pattern, was found to be overexpressed within lesions 
as manifested by the abundance of its major heterodimer form p70 and p40 (its 

20 dominant inducible protein) mRNA. 

Simijar to the strong evidence for the dominance of the cellular immune 

system within the atherosclerotic plaque, there is also ample data supporting 
»• 

; the involvement of the local humoral immune system. Thus, deposition of 
immunoglobulins and complement components has been shown in the plaques 
25 in addition to the enhanced expression of the C3b and C3Bi receptors in 
resident macrophages. 

Valuable clues with regard to the contribution of immune mediated 
inflammation to the progression of atherosclerosis come from animal models. 
Immunocompromised mice (class I MHC deficient) tend to develop 
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accelerated atherosclerosis as compared with immune competent mice. 
Additionally, treatment of C57BL/6 mice (Emeson EE and Shen ML Am J 
Pathol 1993; 142: 1906-1915) and New-Zealand White rabbits (Roselaar SE , 
et al J Clin Invest 1995; 96: 1389-1394) with cyclosporin A, a potent 

5 suppressor of IL-2 transcription resulted in a significantly enhanced 
atherosclerosis under "normal" lipoprotein "burden". These latter studies may 
provide insight into the possible roles of the immune system in counteracting 
the self-perpetuating inflammatory process within the atherosclerotic plaque. 

Atherosclerosis is not a classical autoimmune disease, although some of 

10 its manifestations such as the production of the plaque that obstructs the 
vasculature may be related to aberrant immune responsiveness. In classical 
autoimmune disease, one can often define very clearly the sensitizing 
autoantigen attacked by the immune system and the component(s) of the 
immune system which recognize the autoantigen (humoral, i.e. autoantibody or 

15 cellular, i.e. lymphocytes). Above all, one can show that by passive transfer of 
these components of the immune system the disease can be induced in healthy 
animals, or in the case of humans the disease may be transferred from a sick 
pregnant mother to her offspring. Many of the above are not prevailing in 
atherosclerosis. In addition, the disease definitely has common risk factors 

20 such .as hypertension, diabetes, lack of physical activity, smoking and others, .. 
the disease affects elderly people and has- a" different genetic preponderance 
than in classical autoimmune diseases. 

Treatment of inflammatory disease may be directed towards 
suppression or reversal of -general and/or disease-specific immune reactivity. 

25 Thus Aiello, for example (US Pat. Nos. 6,034,102 and 6,1 14,395) discloses the 
use of estrogen-like compounds for treatment and prevention of atherosclerosis 
and atherosclerotic lesion progression by inhibition of inflammatory cell 
recruitment. Similarly, Medford et al (US Pat. No. 5,846,959) disclose 
methods for the prevention of formation of oxidized PUFA, for treatment of 

30 cardiovascular and non-cardiovascular inflammatory diseases mediated by the 
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cellular adhesion molecule VCAM-1. Furthermore, Falb (US Pat. No. 
6,156,500) designates a number of cell signaling and adhesion molecules 
abundant in atherosclerotic plaque and disease as potential targets of anti- 
inflammatory therapies. 

5 Since oxidized LDL, Beta2GPI and HSP 65 have been clearly 

implicated in the pathogenesis of atherosclerosis (see above), the contribution 
of these prominent plaque components to autoimmunity in atheromatous 
disease processes has been investigated. 

Immune responsiveness to plaque associated molecules 

10 It is known that Ox LDL is chemotactic for T-cells and monocytes. 

Ox LDL and its byproducts are also known to induce the expression of factors 
such as monocyte chemotactic factor 1, secretion of colony stimulating factor 
and platelet activating properties, all of which are potent growth stimulants. 
The active involvement of the cellular immune response in atherosclerosis has 

15 recently been substantiated (Stemme S, et al, Proc Natl Acad Sci USA 1995; 
92: 3893-97), who isolated CD4+ within plaques clones responding to Ox 
LDL as stimuli. The clones corresponding to Ox LDL (4 out of 27) produced 
principally interferon-y rather than IL-4. It remains to be seen whether the 
above T-cell clones represent mere contact with the cellular immune system 

20 with the inciting strong immunogen (Ox LDL) or that this reaction provides 
means of combating the apparently indolent atherosclerotic process. 

Trie data regarding the involvement of the humoral mechanisms and 
- their meaning are much more controversial. One recent study reported 
increased levels of antibodies against MDA-LDL, a metabolite of LDL 

25 oxidation, in women suffering from heart disease and/or diabetes (Dotevall, et 
al., Clin Sci 2001 Nov; 101(5): 523-31). Other investigators have 
demonstrated antibodies recognizing multiple epitopes on the oxidized LDL, 
representing immune reactivity to the lipid and apolipoprotein components 
(Steinerova A, et al., Physiol Res 2001;50(2): 131-41) in atherosclerosis and 

30 other diseases, such as diabetes, renovascular syndrome, uremia, rheumatic 
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fever and lupus erythematosus. Several reports have associated increased 
levels of antibodies to Ox LDL with the progression of atherosclerosis 
(expressed by the degree of carotid stenosis, severity of peripheral vascular 
disease etc.). Most recently, Sherer et al (Cardiology 2001;95(l):20-4) 
5 demonstrated elevated levels of antibodies to cardiolipin, p-2GPI and oxLDL, 
but not phosphatidylcholine or endothelial cells in coronary heart disease. 
k Thus, there seems to be a consensus as to the presence of anti-plaque- 
component antibodies in the form of immune complexes within atherosclerotic 
plaque. 

10 Antibodies to Ox LDL have been implicated in both normal and 

pathological lipoprotein metabolism. Thus, it is known that immune complexes 
of Ox LDL and its corresponding antibodies are taken up more efficiently by 
macrophages in suspension as compared with Ox LDL. No conclusions can be 
drawn from this consistent finding on the pathogenesis of atherosclerosis since 

15 the question of whether the accelerated uptake of Ox LDL by the macrophages 
is beneficial or deleterious has not yet been resolved. 

Important data as to the significance of the humoral immune system in 
atherogenesis comes from animal models: hyperimmunization of LDL- 
receptor deficient rabbits with homologous oxidized LDL, resulted in the 

20 production of high levels of anti-Ox LDL antibodies and was, associated with a 
significant reduction in the extent of atherosclerotic lesions. Likewise, a 
decrease in plaque formation followed the immunization of rabbits with 
cholesterol rich iiposomes and stimulation of production of anti-cholesterol 
antibodies; however, this effect was accompanied by a undesirable 35% 

25 reduction in very low density lipoprotein cholesterol levels. 

Regarding the immunogenicity of Beta2GPI, it has been shown that 
Beta2GPI serves as a target antigen for an immune-mediated attack, 
influencing the progression of atherosclerosis in humans and mice. George J et 
al. immunized LDL-receptor deficient mice with Beta2GPI, producing a 

30 pronounced humoral immune response to human Beta2GPI 5 and larger early 
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atherosclerotic lesions in comparison with controls (George J, et al Circulation 
1998; 15:1108-15). Afek A, et al obtained similar results in atherosclerosis- 
prone apolipoprotein-E-knockout mice immunized once with human Beta2GPI 
and fed a high fat diet for 5 weeks (Afek A et al Pathpbiology 1999;67:19- 
5 25). 

Further, although immune reactivity to Beta2GPI in humans with the 
prothrombotic antiphospholipid syndrome has traditionally been attributed to 
the presence of autoantibodies to Beta2GPI, recent observations have indicated 
the importance of a cellular immune response to Beta2GPI. T-cells reactive 

lp with Beta2GPI have been demonstrated in the peripheral blood of patients with 
antiphospholipid syndrome. These T cells displayed a T-helper-1 phenotype 
(secreting the proinflammatory (and proatherogenic) cytokine interferon-) and 
were also capable of inducing tissue factor production (Visvanathan S, and 
McNiel HP. J Immunolog 1999; 162:6919-25). Taken together, the abundant 

15 data gathered to date regarding anti Beta2GPI (for review see Roubey RA, 
Curr Opinion Rheumatol 2000; 12:374-378), indicates that the immune 
response to this plaque related antigen may play a significant role in 
influencing the size and composition of atherosclerotic plaque. 

Finally, there exists a significant dependency in the antigenicity, and 

20 pathogenicity of oxidized phospholipids and Beta2GPL As mentioned above, 
some of the autoimmune epitopes associated with minimally modified LDL 
- and Beta2GPI are cryptic. Kyobashi, et al (J Lipid Res 200 1 ; 42 :697-709), and 
Koike, et a| (4tui-Med 2000; 32:Suppl I 27-31) have identified a macrophage- 
activating oxLDL specific ligand. present only with Beta2GPI- OxLDL 

25 complex formation. This ligand was recognized by APLS-specific 
autoantibodies. Thus, both the pathogenic role of oxidized LDL and other 
plaque components, and their importance as autoantigens in atherosclerosis, as 
well as other diseases, have been extensively demonstrated in laboratory and 
clinical studies. 
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Mucosal Tolerance in Treatment of Autoimmune Disease 
Recently, new methods and pharmaceutical formulations have been 
found that are useful for treating autoimmune diseases (and related T-cell 
mediated inflammatory disorders such as allograft rejection and retroviral- 

5 associated neurological disease). These treatments induce tolerance, orally or 
mucosally, e.g. by inhalation, using as tolerizers autoantigens, bystander 
antigens, or disease-suppressive fragments or analogs of autoantigens or 
bystander antigens. Such treatments are described, for example, in US Pat. No. 
5,935,577 to Weiner et al. Autoantigens and bystander antigens are defined 

10 below (for a general review of mucosal tolerance see Nagler-Anderson, C, 
Crit Rev Immunol 2000;20(2): 103-20). Intravenous administration of 
autoantigens (and fragments thereof containing immunodominant epitopic 
regions of their molecules) has been found to induce immune suppression 
through a mechanism called clonal anergy. Clonal anergy causes deactivation 

15 of only immune attack T-cells specific to a particular antigen, the result being 
a significant reduction in the immune response to this antigen. Thus, the 
autoimmune response-promoting T-cells specific to an autoantigen, once 
anergized, no longer proliferate in response to that antigen. This reduction in 
proliferation also reduces the immune reactions responsible for autoimmune 

20 disease symptoms (such as neural tissue damage that is observed in multiple 
sclerosis; MS). There is also evidence that oral administration of autoantigens 
(or immunodominant fragments) in a single dose and in substantially larger 
amounts than those that trigger "active suppression" may. also induce tolerance 
through anergy (or clonal deletion). 

25 A method of treatment has also been disclosed that proceeds by active 

suppression. Active suppression functions via a different mechanism from that 
of clonal anergy. This method, discussed extensively in PCT Application 
PCT/US93/01705, involves oral or mucosal administration of antigens specific 
to the tissue under autoimmune attack. These are called "bystander antigens". 

30 This treatment causes regulatory (suppressor) T-cells to be induced in the gut- 
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associated lymphoid tissue (GALT), or bronchial associated lymphoid tissue 
(BALT), or most generally, mucosa associated lymphoid tissue (MALT) 
(MALT includes GALT and BALT). These regulatory cells are released in the 
blood or lymphatic tissue and then migrate to the organ or tissue afflicted by 

5 the autoimmune disease and suppress autoimmune attack of the afflicted organ 
or tissue. The T-cells elicited by the bystander antigen (which recognize at 
least one antigenic determinant of the bystander antigen used to elicit them) 
are targeted to the locus of autoimmune attack where they mediate the local 
release of certain immunomodulatory factors and cytokines, such as 

10 transforming growth factor beta (TGF beta), interleukin-4 (IL-4), and/or 
interleukin-10 (EL-10). Of these, TGF-beta is an antigen-nonspecific 
immunosuppressive factor in that it suppresses immune attack regardless of the 
antigen that triggers the attack. (However, because oral or mucosal tolerization 
with a bystander antigen only causes the release of TGF-beta in the vicinity of 

15 autoimmune attack, no systemic immunosuppression ensues.) IL-4 and IL-10 
are also antigen-nonspecific immunoregulatory cytokines. IL-4 in particular 
enhances (T helper 2) Th 2 response, i.e., acts on T-cell precursors and causes 
them to differentiate preferentially into Th 2 cells at the expense of Tli! 
responses. IL-4 also indirectly inhibits Thi exacerbation. IL-10 is a direct 

20 inhibitor of Thi responses. After orally tolerizing mammals afflicted with 
autoimmune disease conditions with bystander antigens, increased levels of 
TGF-beta, IL-4 and IL-10 are observed at the locus of autoimmune attack 
(Chen, Y. et al., Science, 265:1237-1240, 1994). The -bystander suppression 
mechanism has been confirmed by von Herreth -et al., (J. Clin. Invest., 

25 96:1324-1331, September 1996). 

More recently, oral tolerance has been effectively applied in treatment 
of animal models of inflammatory bowel disease by feeding probiotic bacteria 
(Dunne, C, et al., Antonie Van Leeuwenhoek 1999 Jul-Nov;76(l-4):279-92), 
autoimmune glomerulonephritis by feeding glomerular basement membrane 

30 (Reynolds, J. et al., J Am Soc Nephrol 2001 Jan; 12(1): 61-70) experimental 
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allergic encephalomyelitis (EAE, which is the equivalent of multiple sclerosis 
or MS), by feeding myelin basic protein (MBP), adjuvant arthritis and collagen 
arthritis, by feeding a subject with collagen and HSP-65, respectively. A 
Boston based company called Autoimmune has carried out several human 
5 experiments for preventing diabetes, multiple sclerosis, rheumatoid arthritis 
and uveitis. The results of the clinical trials have been less impressive than the 
animal experiments, however there has been some success with the prevention 
of arthritis. 

Oral tolerance to autoantigens found in atherosclerotic plaque lesions 

10 has also been investigated. Study of the epitopes recognized by T-cells and Ig 
titers in clinical and experimental models of atherosclerosis indicated three 
candidate antigens for suppression of inflammation in atheromatous lesions: 
oxidized LDL, the stress-related heat shock protein HSP 65 and the cardiolipin 
binding protein beta 2GP1. US Patent Application 09/806,400 to Shoenfeld et 

15 al (filed Sept 30, 1999), which is incorporated herein in its entirety, discloses 
the reduction by approximately 30% of atherogenesis in the arteries of 
genetically susceptible LDL receptor deficient mice (LDL-RD) fed oxidized 
human LDL. Although significant inhibition of atherogenesis was achieved, 
presumably via oral tolerance, no identification of . .specific lipid antigens or 

20 immunogenic LDL components was made. Another obstacle encountered was 
the inherent instability of the orally .fed antigen in vivo, due to 'digestive 
breakdown, and uptake of oxidized LDL by the liver and cellular immune 
mechanisms. It is plausible that a mucosal route of administration other than 
feeding (oral) would have provided tolerance of greater efficiency. 

25 The induction of immune tolerance and subsequent prevention or 

inhibition of autoimmune inflammatory processes has been demonstrated 
using exposure to suppressive antigens via mucosal sites other than the gut. 
The membranous tissue around the eyes, the middle ear, the respiratory and 
other mucosa, and especially the mucosa of the nasal cavity, like the gut, are 

30 exposed to many invading as well as self- antigens and possess mechanisms 
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for immune reactivity. Thus, Rossi, et al (Scand J Immunol 1999 
Aug;50(2): 177-82) found that nasal administration of gliadin was as effective 
as intravenous administration in downregulating the immune response to the 
antigen in a mouse model of celiac disease. Similarly, nasal exposure to 
5 acetylcholine receptor antigen was more effective than oral exposure in 
delaying and reducing muscle weakness and specific lymphocyte proliferation 
k in a mouse model of myasthenia gravis (Shi, FD. et al, J Immunol 1999 May 
15; 162 (10): 5757-63). Therefore, immunogenic compounds intended for 
mucosal as well as intravenous or intraperitoneal administration should be 
10 adaptable to nasal and other membranous routes of administration. 

Thus, there is clearly a need for novel methods of employing, and 
compositions of plaque associated molecules capable of superior tolerizing 
immunogenicity in mucosal, especially nasal, administration. 

15 SUMMARY OF THE INVENTION 

According to one aspect of the present invention there is provided a 
pharmaceutical composition for prevention and/or treatment of atherosclerosis, 
cardiovascular disease, cerebrovascular disease, peripheral vascular disease, 
stenosis, restenosis and/or in-stent-stenosis in a subject in need thereof, 
comprising, as an active ingredient, a therapeutically effective amount of at 
least an antigenic portion of at least one plaque associated molecule, or 
pharmaceutical salts thereof, the composition further comprising a 
pharmaceutical^ acceptable carrier, the pharmaceutical composition being 
designed for mucosal administration. - '" 

According to an additional aspect of the present invention there is 
provided an assay for determining the effect of mucosal administration of 
plaque components on atherosclerosis-related disease or condition, the assay 
effected by mucosally administering to a subject having an atherosclerosis- 
related disease or condition at least an antigenic portion of at least one plaque 
associated molecule and assessing at least one indicator of atherogenesis in the 
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subject to thereby determine the effect of mucosal administration of the at least 
an antigenic portion of the at least one plaque associated molecule on the 
atherosclerosis-related disease or condition. 

According to yet another aspect of the present invention there is 
provided a method of prevention and/or treatment of atherosclerosis, 
cardiovascular disease, cerebrovascular disease, peripheral vascular disease, 
stenosis, restenosis and/or in-stent-stenosis in a subject in need thereof, the 
method comprising mucosally administering a therapeutically effective amount 
of at least an antigenic portion of at least one plaque associated molecule to the 
subject. 

According to further features in preferred embodiments of the invention 
described below, the plaque associated molecule is selected from the group 
consisting of oxidized LDL, Beta2GPI, HSP and derivatives thereof. 

According to still further features in preferred embodiments of the 
invention described below, the antigenic portion of at least one plaque 
associated molecule is a naturally occurring molecule or a synthetic molecule. 

According to further features in preferred embodiments of the invention 
described below, the pharmaceutical composition is designed for nasal, 
respiratory, otic and/or conjuctival administration. 

According to yet further features in preferred embodiments of the 
.invention described below the at least an antigenic portion of the at least one" 
plaque associated molecule is selected so as to reduce immune reactivity to 
plaque components in said subject. 

According to further features in preferred embodiments of the invention 
described below, the pharmaceutical composition is packaged and identified 
for use in the prevention and/or treatment of at least one disorder selected from 
the group consisting of atherosclerosis, cardiovascular disease, cerebrovascular 
disease, peripheral vascular disease, stenosis, restenosis and/or in-stent- 
stenosis. 
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According to further features in preferred embodiments of the invention 
described below the pharmaceutical composition further comprises a 
therapeutically effective amount of at least one additional compound selected 
from the group consisting of HMGCoA reductase inhibitors (statins), mucosal 
adjuvants, corticosteroids, anti-inflammatory compounds, analgesics, growth 
factors, toxins, and additional tolerizing antigens. 

Hie present invention successfully addresses the shortcomings of the 
presently known configurations by providing a novel method of inducing 
superior immune tolerance by mucosal administration of plaque associated 
molecules, thereby inhibiting atheroslerosis and other plaque related diseases. 

5 

BRIEF DESCRIPTION OF THE DRAWINGS 

The invention is herein described, by way of example only, with 
reference to the accompanying drawings. With specific reference now to the 
drawings in detail, it is stressed that the particulars shown are by way of 

10 example and for purposes of illustrative discussion of the preferred 
embodiments of the present invention only, and are presented in the cause of 
providing what is believed to be the most useful and readily understood 
description of the principles and conceptual aspects of the invention. In this 
regard, no attempt is made to show structural details of the invention in more 

15. detail than is ; necessary for . a fundamental understanding of the invention, the 
description taken with the drawings making apparent to those skilled in the art 
how the Several forms of the invention may be embodied in practice. 
In the drawings: 

FIG. 1 illustrates inhibition of early atherogenesis in apo-E deficient 
20 mice by nasal tolerance induced by administration of low doses of plaque 
associated molecules. 9-13 week old apo-E deficient mice were exposed 
intranasally, with mild sedation, to 3 doses of 10 ng/mouse each HSP 65 
(HSP-65)(n=12), human oxidized LDL (H-oxLDL)(n=14), human Beta2GPI 
(B2gpi)(n=13), bovine serum albumin (BSA) or sham exposure to saline 
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(PBS)(n=12). All mice received the atherogenic "Western" diet following last 
exposure. Atherogenesis is expressed as the area of atheromatous lesions in 
the aortic sinus 5 weeks following the 3 rd exposure. 

FIG. 2 illustrates superior inhibition of early atherogenesis in apo-E 

5 deficient mice by mucosal tolerance induced by intranasal exposure to 
exceedingly low doses of HSP 65. Nasal tolerance was induced in 12-16 week 
old apo-E deficient mice by intranasal administration of 3 doses of lpg/mouse 
HSP65 (HSP-65 low)(n=16) or 10|xg/mouse HSP65 (HSP-65 high)(n=14) 
every other day for 5 days. Control mice were exposed intranasally to an 

10 identical volume (lOul) of bovine serum albumin, lOug/mouse (BSA)(n=14), 
or sham exposure to PBS (PBS)(n=14). All mice received the atherogenic 
"Western" diet following last exposure. Atherogenesis is expressed as the area 
of atheromatous lesions in the aortic sinus 5 weeks after the last nasal 
exposure. 

15 FIG. 3 illustrates superior suppression of immune reactivity to 

atheroslerotic plaque antigens induced by nasal exposure to human Beta2GPI. 
5 week old male apo-E deficient mice were exposed intranasally to 
10ng/mouse human Beta2GPI (H~b2-nt)(n=3); or alternately fed, by gavage, 
with lOO^ig/mouse human Beta2GPI (H-b2-ot)(n=3) in 0.2 ml PBS; or fed 

20 PBS alone (PBS)(n=3) every other day for 5 days. One week following the 
last feeding the mice were sensitized with a single subcutaneous injection of 
10ng/mouse human Beta2GPI in 0.1 ml volume. Ten days later T-cells from 
inguinal lymph node were prepared as described in Materials and Methods 
section that follows, and exposed to the sensitizing human Beta2GPI antigen 

25 for in-vitro assessment of proliferation. Proliferation, indicating immune 
reactivity, is expressed as the ratio between incorporation of labeled thymidine 
into the T-cell's DNA in the presence and absence of human Beta2GPI antigen 
(stimulation index, S.I.). 
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DESCRIPTION OF THE PREFERRED EMBODIMENTS 

The present invention is of methods and compositions employing 
plaque associated molecules effective in inducing mucosal tolerance to 
atheroma related antigens, thus inhibiting inflammatory processes contributing 

5 to atheromatous vascular disease and sequalae. 

The principles and operation of the present invention may be better 
understood with reference to the drawings and accompanying descriptions. 

Before explaining at least one embodiment of the invention in detail, it 
is to be understood that the invention is not limited in its application to the 

10 details set forth in the following description or exemplified by the Examples. 
The invention is capable of other embodiments or of being practiced or carried 
out in various ways. Also, it is to be understood that the phraseology and 
terminology employed herein is for the purpose of description and should not 
be regarded as limiting. 

15 Experimental and clinical evidence indicates a causative role for plaque 

associated antigens in the etiology of the excessive inflammatory response in 
atherosclerosis. Both cellular and humoral immune reactivity to the plaque 
associated molecules oxidized LDL, Beta2GPI and HSP 65 have been 
demonstrated, suggesting an important anti-oxidized LDL auto-immune 

20 component in atherogenesis. Thus, oxidized LDL, Beta2GPI and HSP 65, and 
components thereof, have been the targets of numerous therapies for 
prevention "and treatment of heart disease, cerebral-vascular disease and 
peripheral vascular disease. 

Prior art teaches the application of plaque associated antigens for 

25 detection and diagnosis of atherosclerosis and other plaque- and thrombosis 
related conditions. For example, Holvoet (US Pat No. 6,309,888) teaches the 
use of stage specific plaque associated antigens oxLDL and MDA-LDL for 
screening for Coronary Artery disease. Similarly, others (US Pat Nos. 
5,998,223 and 5,344,758 to Matsuura, et al and Krilis, et al, respectively) have 

30 disclosed the use of anti beta-2GPI antibodies to screen for serum indicators of 
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APLS, SLE and atherosclerosis. The abovementioned disclosures propose 
diagnostic applications alone, and fail to recognize the therapeutic potential of 
these plaque associated molecules. 

Although the role of immune response in the etiology and progression 
5 of atherosclerosis and other plaque related diseases remains controversial (see 
Meir, K, et al, International Atherosclerosis Soc. 2001 Commentary), many 
% immune-based therapies have been proposed for atherosclerosis. General 
methods of reducing immune response in inflammatory and hyperreactive 
conditions are taught in, for example US Patent Nos 6,277,969; 5,698,195 and 

10 5,656,272 to Le at al, and 6,224,902 to Alving, et al, International Patent 
Application Nos. 001 001 2514 to Shurkovitz et al and 20010051156 Al to 
Zeng. However, the proposed reduction or removal of mediators of immune 
reactivity, such as cytokines, tumor necrosis factor (TNF) and other pathogenic 
factors requires ongoing costly and potentially dangerous methods such as 

15 immunoadsorption of blood and prolonged anti-cytokine administration. 
Furthermore, no application to treatment of atherosclerosis or plaque-related 
disease is disclosed. 

Specific immunotherapy with plaque associated antigens has also been 
proposed. Bumol, et al, Calenoff, et al and Takano, et al (US Pat Nos. 

20 " 5,196,324; 6,025,477 and 5,110,738, respectively) disclose the use of crude, 
poorly defined fractionated plaque preparations for immunization, monoclonal 
Ab preparation, diagnosis and treatment of atherosclerosis. These antigens, 
-protein and lipid fractions of atheromatous tissue, are poorly defined, 
impractical for therapeutic use, and potentially hazardous in prolonged 

25 treatment. 

Prior art teaches immunotherapy directed against oxidized LDL for 
treatment and prevention of atherosclerosis. US Pat No. 6,225,070 to 
Witztum, et al discloses the use of mAb to oxidized LDL for inhibition of 
oxidized LDL binding to macrophages and foam cell formation. Similarly, 
30 McGregor, et al (International Patent Application EP1 162458 Al) disclose 
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methods for specific modulation of oxidized DDL uptake and transport by 
macrophages. US Pat Nos 5,733,524 and 5,733,933 to Bucala, et al disclose 
the reduction of specific anti-oxidized LDL immune response by reduction of 
Advanced Glycosylation End product lipids (AGE-lipids). None of the 

5 proposed therapies teach active immunization against oxidized LDL, and 
require prolonged therapy regimens. 

Zhou, et al (Arterioscler Thromb Vase Biol, 2001;21:108) achieved a 
significant reduction in early plaque formation in mice following footpad 
immunization with homogenized plaque or homologous MDA LDL. Palinski 

10 et al (PNAS USA 1995;92:821-25) produced similar levels of protection in 
rabbits immunized with oxidized LDL. However, application of conventional 
immunization techniques to oxidized LDL is problematic, since the adjuvant 
preparations required for immunization and boosters have produced 
accelerated plaque formation in similar regimen of immunization. 

15 Furthermore, relatively high doses (100 ugram/ mouse/ injection) of plaque 
antigen were required for immunity. Mucosal administration and induction of 
tolerance were not mentioned. 

Immune therapy with other plaque antigens has also been proposed. 
Recent.animal and in-vitro studies with Beta2GPI (see George J, et al Rheum 

20 Dis Clin North Am 2001;27:603-10; Brey, et al- "Stroke 2001;32:1701-06; 
Kyobashi, et" al J Lipid Res 2001;42:697-709; Koike T, et al Ann Med 
2000;32,Suppl. 1:27*31 and Gabral AR et al Am J Med 1996=101 :472-81) have 
demonstrated the .association of Beta2GPI with stroke, APLS, atherosclerosis 
and myocardial infarction. Although cryptic epitopes of the protein were 

25 clearly implicated in humoral and cellular immune response to oxidized LDL, 
none of the abovementioned studies demonstrated protective immunity with 
the protein. Similarly, studies with HSP 65 (Birnie DH Eur Heart J 
1998;19:366-67; Xu Q, et al Circulation 1999;100:1169-74; and Gromadzka 
G, et al Cerebrovasc Dis 2001;12:235-39) have implicated this plaque 
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associated antigen in stroke and heart disease, suggesting that humoral 
immunity may be a triggering factor. 

The complexity of plaque antigen immunity in atherosclerosis was 
demonstrated by Schoenfeld Y, et al (Autoimmunity 2000;15:199-202) who 

5 immunized LDL-receptor deficient (KO) mice with both HSP 65 and 
Beta2GPI protein antigens, producing strong cellular and humoral responses, 
and enhanced plaque formation. Similar increased atherogenesis was observed 
with passive transfer of plaque antigen activated lymphocytes. None of the 
above mentioned studies demonstrated inhibition of atherogenic processes by 

10 immune tolerance. 

Suppression of immune response to autoantigens in atherosclerosis and 
related disease has been recently investigated. Victoria et al (US Pat. No. 
6,207,160 and 5,844,409) discloses specific non-immunogenic Beta2GPI 
peptides lacking T cell epitopes for reducing antibody binding of immune cells 

15 and inducing B-cell tolerance in APLS, SLE and other diseases. However, no 
actual protection was demonstrated, and the disclosures emphasize the 
diagnostic use of the non immunogenic peptides. George J, et al 
(Atherosclerosis 1998;138:147-52) demonstrated the feasibility of immune 
suppression by hyperimmunization with MDA LDL and reduction of 

20 atherogenesis in mice. However, impractically large doses of antigen were 
required, and th& paradoxical response to immunization with plaque antigens 

* * , * ' 

obviates the clinical efficacy of such therapy. Furthermore, none of the 
abovementioried studies disclose induction of mucosal tolerance for treatment 
of atherosclerosis. 

25 Oral and mucosal tolerance for suppression and prevention of 

inflammatory conditions is well known in the art. Examples of candidate 
conditions, antigens and modes of therapy, can be found, for example in US 
Pat Nos. 5,935,577; 5,397,771; 4,690,683 to Weiner et al., and International 
Pat Nos. EP 0886471 Al and WO 01821951 to Haas, et al. US Pat 

30 Application No 09/806,400 to Shoenfeld et al filed Sept 30, 1999, which is 
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incorporated herein in its entirety, teaches the oral administration of plaque 
associated antigens for the induction of tolerance in LDL receptor deficient 
mice. Measuring arterial fatty streak lesion density, the inventors 
demonstrated that oral administration of oxidized LDL, Beta2GPI and HSP 65 

5 derived from animal sources were each able to produce approximately 30% 
reduction in atherogenesis. Typically, however, oral administration of 
antigens presents numerous obstacles to achieving tolerance and accurate 
dosing: the antigens are acted upon by digestion, altering both concentrations 
and molecular structure prior to their presentation to the lymphatic tissue of the 

10 Peyer's patches. Furthermore, the authors failed to investigate the efficacy of 
other routes of administration for induction of tolerance, such as mucosal and 
nasal tolerance. As the above mentioned disclosures clearly demonstrate, 
the parameters for induction of oral and mucosal tolerance cannot be deduced 
from antigenic activity in conventional immunization, or even in-vitro results, 

15 and must result from extensive empirical experimentation. Indeed, many 
studies have demonstrated the complexities inherent in manipulating the 
"balance between reacting and nonreacting" in the immune system. Zivny, et 
al (Clin Immunol 2001;101:150-68) clearly state that "In general, the response 
to one (tolerance inducing) antigen could not necessarily predict the response 

20 to another". Likewise, Hannihen et al (Diabetes 2001;50:771-75) observed 
that oral, nasal and respiratory administration of antigens caused appearance of 
disease symptoms (diabetes), rather than inducing .'tolerance. Similar 
inconsistencies in mucosal tolerance have been reported by Fujihashi et a\ 
(Acta Odontol Scand 2001;59:301-08), Jiang HR* et al (Br J Ophthalmol 

25 2001;85:739-44). Problems in mucosal vaccination strategies have been 
recently reviewed (Ogra PL, et al, Clin Microbiol Rev 2001;14:430-45; Chen 
H et al, J Control Release 2000;67:117-28; and Lehner T et al, J Infect Dis 
1999;179Suppl3:S489-92). 

While reducing the present invention to practice, the present inventors 

30 have uncovered that nasal administration of plaque associated molecules 
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results in the induction of mucosal tolerance, suppression of anti-plaque 
related antigen immune reactivity and protection from atherosclerosis. 
Mucosal tolerance is advantageous for its greater ease of application, accuracy 
of dosage and greatly reduced incidence of alteration of the tolerizing 
5 molecule by digestive and metabolic processes (especially in non-oral routes of 
administration). These advantages provide superior protection from 
. atherogenic processes, improved patient compliance and reduced cost of 
therapy. 

Thus, according to one aspect of the present invention there is provided 

10 a method of inducing immune tolerance to plaque associated molecules in a 
subject such as a human being. 

The method, according to this aspect of the present invention is effected 
by administering to a subject (e.g., a human) a therapeutically effective amount 
of an antigenic portion of at least one plaque associated molecule. 

15 As used herein, the phrase "mucosal administration" is defined as 

application of any and all compounds and/or compositions to mucosal 
membranes having component or components of the mucosal associated 
lymphatic tissue. Non-limiting examples of mucosal administration are 
buccal, intranasal, otic (middle ear), conjunctival, vaginal, rectal, etc. Mucosal 

20 administration excludes, for example, intravenous, subcutaneous and epidural 

, ' ' administration. 

; As used herein, the phrase "plaque associated molecules" is defined as 
any and all protein, carbohydrate, lipid and nucleic acid molecules, portions 
thereof (antigenic portions), their derivatives, or combinations thereof 

25 physically or functionally related to the etiology, pathogenesis, 
symptomatology and/or treatment of a plaque related condition or disease. 
Such molecules may be, for example, plaque components such as oxidized 
LDL, foam cell components, etc, but may also include humoral and cellular 
entities, such as antibodies, cytokines, growth factors and T cell receptors. 
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As used herein, the phrase "antigenic portion" refers to a portion of a 
molecule capable of eliciting an immune response. For example, in cases 
where the molecule is a protein (e.g., HSP 65, Beta2GPI) such a portion can 
include a stretch of 6-8 amino acids that constitute an antigenic epitope. 

5 Methods for predicting antigenic portions are well known in the art, for 
example, DNASTAR'S PROTEAN sequence analysis and prediction module 
(DNAStar, Madison, WI). As such determining antigenic portions of plaque 
associated molecules suitable for use with the present invention is well within 
the capabilities of an ordinarily skilled artisan. 

10 Plaque associated molecules (as well as fragments, analogs, portions 

and derivatives thereof) can be purified from natural sources (the tissue or 
organ where they normally occur) and can also be obtained using recombinant 
DNA technology, in bacterial, yeast, insect (e.g. baculovirus) and mammalian 
cells using techniques well-known to those of ordinary skill in the art. Amino 

15 acid sequences for many potential and actual plaque associated molecules are 
known, for example: human Beta2GPI (Accession No AAB21330 to 
Matsuura, et al), HSP65 (Accession No. AF65546 to Oliviera, et al) and 
human macrophage LDL scavenger receptor (Accession No. XP_008489 to 
. NCBI Annotation Project). 

20 Immune tolerance established using the present methodology can be 

.used jn the prevention and/or treatment of disorders associated with plaque 

■ * " formation, including but not limited to atherosclerosis, atherosclerotic 
cardiovascular disease, cerebrovascular diseasp, peripheral vascular disease, 
stenosis, restenosis and in-stent-stenosis. Some non-limiting examples of 

25 atherosclerotic cardiovascular disease are myocardial infarction, coronary 
arterial disease, acute coronary syndromes, congestive heart failure, angina 
pectoris and myocardial ischemia. Some non-limiting examples of peripheral 
vascular disease are gangrene, diabetic vasculopathy, ischemic bowel disease, 
thrombosis, diabetic retinopathy and diabetic nephropathy. Non-limiting 

30 examples of cerebrovascular disease are stroke, cerebrovascular inflammation, 
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cerebral hemorrhage and vertebral arterial insufficiency. Stenosis is occlusive 
disease of the vasculature, commonly caused by atheromatous plaque and 
enhanced platelet activity, most critically affecting the coronary vasculature. 
Restenosis is the progressive re-occlusion often following reduction of 
5 occlusions in stenotic vasculature. In cases where patency of the vasculature 
requires the mechanical support of a stent, in-stent-stenosis may occur, re- 
, occluding the treated vessel. 

Several plaque associated molecules are suitable for use with the 
present method. Examples include, but are not limited to, modified lipids, 
10 phospholipids and lipoproteins, apolipoprotein-lipid complexes such as LDL- 
cardiolipin, specific epitopes of proteinaceous molecules such as HSP and 
Beta2GPI, foam cell surface antigens such as LDL receptor and smooth 
muscle components such as troponin. 

According to a preferred embodiment of the present invention the 
15 plaque associated molecule(s) utilized by the method of the present invention 
is oxidized LDL, Beta2GPI, HSP 65 and/or derivatives thereof. 

According to another preferred embodiment of the present invention, a 
combination of at least two of the abovementioned molecules is administered 
to the subject 

20 The method of the invention may ., be used for prevention and/or 

treatment of non-atherosclerosis related diseases. For example, phospholipids, 
phospholipid metabolites and HSP 65 have been clearly implicated in the 
pathogenesis, and therefore potential treatment of additional, non- 
atherosclerosis-related diseases. Such diseases and. , syndromes include 

25 oxidative stress of aging (Onorato JM, et al, Annal N Y Acad Sci 1998 Nov 
20;854:277-90), rheumatoid arthritis (RA)(Paimela L, et al. Ann Rheum Dis 
1996 Aug;55(8):558-9), juvenile rheumatoid arthritis (Savolainen A, et al, 
1995;24(4):209-11), inflammatory bowel disease (IBD)(Sawai T, et al, Pediatr 
Surg Int 2001 May;17(4):269-74), renal cancer (Noguchi S, et al, Biochem 

30 Biophys Res Cornmun 1992 Jan 31;182(2):544-50), venous and arterial 
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thromboses (Cabral AR, et al Am J Med 1996;101:472-81), Anti Phospholipid 
Syndrome (APLS or APS) (Koike T, et al Ann Med 2000;32 Suppl 1:27-31), 
Systemic Lupus Erythematosus (US Pat Nos. 5,344,758 and 6,207,160, to 
Krilis, et al and Victoria, et al, respectively). Thus, the method of the 
5 invention may be used for prevention and/or treatment of non-atherosclerosis 
related diseases such as aging, RA, juvenile RA, IBD, SLE, APLS, thrombosis 
and cancer. 

The immune tolerance inducing molecules or molecule combinations 
described hereinabove can be administered per se, or in a pharmaceutical 
10 composition where they are mixed with suitable carriers or excipients. 

As used herein a "pharmaceutical composition" refers to a preparation 
of one or more of the active ingredients described herein with other chemical 
components such as physiologically suitable carriers and excipients. The 
purpose of the pharmaceutical composition of the present invention is to 
15 facilitate mucosal administration of the immune tolerance inducing molecules 
to an organism. 

Herein the term "active ingredient" refers to the at least an antigenic 
portion of the plaque associated molecules (e.g. oxidized LDL, HSP 65, and 

* 

beta2GP-I)or combinations thereof which are accountable for the biological 
20 effect (immune tolerance). . ' • 

Hereinafter, the phrases "physiologically acceptable carrier" and 
"pharmaceutical^ acceptable carrier" which may be interchangeably used refer 
• to a carrier or a diluent that does not cause significant irritation to an organism . 
and does not abrogate the biological activity and properties of the administered 
25 compound. An adjuvant is included under these phrases. 

Herein the term "excipient" refers to an inert substance added to a 
pharmaceutical composition to further facilitate administration of an active 
ingredient. Examples, without limitation, of excipients include calcium 
carbonate, calcium phosphate, various sugars and types of starch, cellulose 
30 derivatives, gelatin, vegetable oils and polyethylene glycols. 
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Techniques for formulation and administration of drugs may be found 
in "Remington's Pharmaceutical Sciences," Mack Publishing Co., Easton, PA, 
latest edition, which is incorporated herein by reference. 

Suitable routes of mucosal administration may, -for example, include 
5 rectal, buccal, vaginal and especially transnasal, otic, conjunctival and 
respiratory (including intratracheal) application. 

Pharmaceutical compositions of the present invention may be 
manufactured by processes well known in the art, e.g., by means of 
conventional mixing, dissolving, granulating, dragee-making, levigating, 
10 emulsifying, encapsulating, entrapping or lyophilizing processes. 

Pharmaceutical compositions for use in accordance with the present 
invention thus may be formulated in conventional manner using one or more 
physiologically acceptable carriers comprising excipients and auxiliaries, 
which facilitate processing of the active ingredients into preparations which, 
15 can be used pharmaceutical^. Proper formulation is dependent upon the 
mucosal route of administration chosen. 

The active ingredients of the pharmaceutical composition may be 
formulated in aqueous solutions, preferably in physiologically compatible 
buffers, such as Hank's solution, Ringer's solution, or physiological salt buffer. 
20 Penetrants appropriate to the barrier to be permeated may , used in the 
- formulation. Such penetrants are generally known in the art.. . . 

For administration by nasal inhalation, the active ingredients for use 
according to the present invention are conveniently delivered m the form of an 
aerosol spray presentation from a pressurized pack or a nebulizer with the use 
25 of a suitable propellant, e.g., dichlorodifluoromethane, trichlorofluoromethane, 
dichloro-tetrafluoroethane or carbon dioxide. In the case of a pressurized 
aerosol, the dosage unit may be determined by providing a valve to deliver a 
metered amount. Capsules and cartridges of, e.g., gelatin for use in a 
dispenser may be formulated containing a powder mix of the compound and a 
30 suitable powder base such as lactose or starch. 
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The pharmaceutical composition of the present invention may be 
administered to the membranes of the eye, such as the conjuctiva. As such, the 
composition may be formulated in a liquid or semi-liquid composition, as 
described above, for application using for example, a drop applicator. Sterility 

5 may be ensured by sterilization methods known to one skilled in the art. 

The pharmaceutical composition of the present invention may be 
formulated in rectal and vaginal compositions such as suppositories or 
retention enemas, using, e.g., conventional suppository bases such as cocoa 
butter or other glycerides. 

10 The pharmaceutical composition of the present invention may be 

administered by inhalation. Examples of formulations for tolerizing agents 
that are administered by inhalation are provided in PCT/US90/07455, filed 
Dec. 17, 1990. The pharmaceutical formulations for administration by 
inhalation of the present invention may include, as optional ingredients, 

15 pharmaceutically acceptable carriers, diluents, solubilizing and emulsifying 
agents, and salts of the type that are well-known in the art. Examples of such 
substances include normal saline solutions, such as physiologically buffered 
saline solutions, and water. 

The route of administration of tolerizing antigens according to this' 

20 alternate embodiment of the present invention is in an aerosol or inhaled form. 

The antigens can be administered fa dry powder particles or as an atomized'/ *.- 
aqueous solution suspended in a carrier gas (e.g. air or N 2 ). Preferred aerosol 
-pharmaceutical formulations may comprise for example, a physitilogically- 
acceptable buffered saline solution containing between about 1 mg and about 

25 3 00 mg of the antigens. 

Dry aerosol in the form of finely divided solid particles of tolerizing 
antigens that are not . dissolved or suspended in a liquid are also useful in the 
practice of the present invention. The tolerizing antigens may be in the form of 
dusting powders and comprise finely divided particles having an average 

30 particle size of between about 1 and 5 microns, preferably between 2 and 3 
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microns. Finely divided particles may be prepared by pulverization and screen 
filtration using techniques well known in the art. The particles may be 
administered by inhaling a predetermined quantity of the finely divided 
material, which can be in the form of a powder. 

5 Specific non-limiting examples of the carriers and/or diluents that are 

useful in the by-inhalation pharmaceutical formulations include water and 
( physiologically-acceptable buffered saline solutions such as phosphate 
buffered saline solutions pH 7.0-8.0. Additional non-limiting examples of 
suitable carriers or diluents for use in by-inhalation pharmaceutical 

10 formulations or dosage forms of the present invention are disclosed in U.S. 
Pat. No. 5,935,577 to Weiner, et al. 

The pharmaceutical formulations of the present invention may be 
administered in the form of an aerosol spray Using for example, a nebulizer 
such as those described by Weiner, et al (US Pat No. 5,935,577). The aerosol 

15 material is inhaled by the subject to be treated. 

Other systems of aerosol delivery, such as the pressurized metered dose 
inhaler (MDI) and the dry powder inhaler as disclosed in Newman, S. P. in 
Aerosols and the Lung, Clarke, S. W. and Davia, D. eds. pp. 197-224, 
Butterworths, London, England, 1984, can be used when practicing the present 

20 invention. Aerosol delivery systems of the type disclosed herein are available 
from numerous commercial sources including Fisons Corporation (Bedford, 
Mass!), Schering Corp r (Kenilworth, N.J.) and American "Pharmoseal Co. 

* f*. ■' ' ' , * 

\ (V alencia;* Calif.). 

Pharmaceutical compositions suitable for use in context of the present 
25 invention include compositions wherein the active ingredients are contained in 
an amount effective to achieve the intended purpose. More specifically, a 
therapeutically effective amount means an amount of active ingredients 
effective to induce an immune response thus preventing, alleviating or 
ameliorating symptoms of a disorder (e.g., atherosclerosis). 
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Ascertaining the optimum regimen for administering the active 
ingredient(s) is determined in light of the information disclosed herein and 
well known information concerning administration of mucosally active 
antigens, and autoantigens. Routine variation of dosages, combinations, and 
5 duration of treatment is performed under circumstances wherein the severity of 
atheromatous development can be measured. Useful dosage and administration 
parameters are those that result in reduction in inflammatory reaction, 
including a decrease in number of autoreactive T-cells, or in the occurrence or 
severity of at least one clinical or histological symptom of the disease, 

10 The pharmaceutical composition of the present invention can be 

formulated comprising a therapeutically effective amount of additional 
compound or compounds useful in treating or preventing plaque related 
disease. In one preferred embodiment the additional compounds are 
HMGCoA reductase inhibitors (statins), mucosal adjuvants (see, for example, 

15 US Pat No. 6,270,758 to Staats, et al), corticosteroids, anti-inflammatory 
compounds (see, for example US Pat No. 6,297,260 to Bandarage, et al), 
analgesics, growth factors, toxins and additional tolerizing agents. In addition, 
it will be appreciated that use of the methods and compositions of the present 
invention does not preclude the initiation or continuation of other therapies for 

20 the abovementioned diseases or conditions, except where of specifically 

counterindicated. m . • 

,•."«• * * 

For any preparation used in the methods of the invention, the 
therapeutically effective amount or dose Can be estimated initially from in vitro 
and cell culture assays. For example, a dose can be formulated in animal 
25 models to achieve a desired concentration or titer. Such information can be 
used to more accurately determine useful doses in humans. 

In further preferred embodiments of the present invention, cytokine and 
non-cytokine synergists can be conjoined in the treatment to enhance the 
effectiveness of mucosal tolerization with plaque associated molecules. Oral 
30 and parenteral use of other cytokine synergists (Type I interferons) has been 
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described in PCT/US95/04120, filed Apr. 07, 1995. Administration of Th2 
enhancing cytokines is described in PCT application no. PCT/US95/04512, 
filed Apr. 07, 1995. For example, IL-4 and IL-10 can be administered in the 
manner described in PCT/US95/045 12. 

5 Toxicity and therapeutic efficacy of the active ingredients described 

herein can be determined by standard pharmaceutical procedures in vitro, in 
cell cultures or experimental animals. The data obtained from these in vitro 
and cell culture assays and animal studies can be used in formulating a range 
of dosage for use in human. The dosage may vary depending upon the dosage 

10 form employed and the route of administration utilized. The exact 
formulation, route of administration and dosage can be chosen by the 
individual physician in view of the patient's condition. (See e.g., Fingl, et al, 
1975, in "The Pharmacological Basis of Therapeutics", Ch. 1 p.l). 

Dosage amount and interval may be adjusted individually to provide 

15 mucosal levels of the active ingredient that are sufficient to induce tolerance. 
The "tolerizing dosage" will vary for each preparation, but can be estimated 
from in vitro data. Dosages necessary to achieve tolerizing dosage will depend 
on individual characteristics and route of administration. Detection assays can 
be used to determine plasma concentrations. 

20 • Depending on the severity and responsiveness of the condition to be 
treated, dosing can be- of a single or a pmf ality of administrations, with course 
•' of treatment lasting from several days to several weeks or until cure is effected 
or diminution of the disease state is achieved. : 

The amount of a composition to be administered will, of course, be 

25 dependent on the subject being treated, the severity of the affliction, the 
manner of administration, the judgment of the prescribing physician, etc. 

Compositions of the present invention may, if desired, be presented in a 
pack or dispenser device, such as an FDA approved kit, which may contain 
one or more unit dosage forms containing the active ingredient. The pack 

30 may, for example, comprise an inhaler. The pack or inhaler may be 
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accompanied by instructions for administration. The pack or inhaler may also 
be accommodated by a notice associated with the container in, a form 
prescribed by a governmental agency regulating the manufacture, use or sale 
of pharmaceuticals, which notice is reflective of approval by the agency of the 
5 form of the compositions or human or veterinary administration. Such notice, 
for example, may be of labeling approved by the U.S. Food and Drug 
, Administration for prescription drugs or of an approved product insert. 
Compositions comprising a preparation of the invention formulated in a 
compatible pharmaceutical carrier may also be prepared, placed in an 

10 appropriate container, and labeled for treatment of an indicated condition, as is 
further detailed above. 

It will be appreciated that administration of the tolerizing compositions 
and methods of the present invention may be effected by additional non 
mucosal methods such as intradermal, subcutaneous and intraperitoneal 

15 application. 

According to another aspect of the present invention, there is provided 
an assay for determining the effects of mucosal administration of plaque 
associated molecules on artherosclerosis related disease or condition, the assay 
effected by mucosally administering the plaque associated molecule or 

20 composition' thereof to a subject having such a disease or condition, and 
.:assessm| L at feast one indicator of atherogenesis or* ^animation. In a 
preferred embodiment, the plaque associated molecule is oxidized LDL, beta- 
2-GPI, HSP and/or derivates thereof. In another embodiment at least an 
antigenic portion of at least one plaque asspciated molecule is administered 

25 mucosally, the plaque associated molecule being a naturally occurring or 
synthetic molecule. 

Indicators of atherogenesis or inflammation that can be assessed in the 
context of the assay of the present invention are known to the art. Some non- 
limiting examples are histological methods such as fatty streak lesion count, 

30 and immunological methods such as Stimulation Index, as described herein in 
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Examples section mat follows. Progression of atherosclerosis can be assessed, 
for example, in atherosclerosis-prone mice maintained on an atherogenic diet 
(see, for example, George J, et al Circulation 1999;99:2227-30). Inflammation 
can be assessed by cytological, immunological, biochemical, molecular and 

5 genetic techniques known in the art. 

Additional objects, advantages, and novel features of the present 
invention will become apparent to one ordinarily skilled in the art upon 
examination of the following examples, which are not intended to be limiting. 
Additionally, each of the various embodiments and aspects of the present 

10 invention as delineated hereinabove and as claimed in the claims section below 
finds experimental support in the following examples. 

EXAMPLES 

Reference is now made to the following examples, which together with 

15 the above descriptions, illustrate the invention in a non limiting fashion. 

Generally, the nomenclature used herein and the laboratory procedures 
utilized in the present invention include biochemical and immunological 
techniques. Such techniques are thoroughly explained in the literature. See, 
for example, "Cell Biology: A Laboratory Handbook", Volumes I-III Cellis, J. 

20 E., ed. (1994); "Current Protocols in Immunology" Volumes I-III Coligan J. 
E., ed. :f 1994); Stites etval. (eds), "Basic and Clinical Immunology" (8th 
Edition), Appleton & Lange, Norwalk, CT (199*4); Mishell and Shiigi (eds), 
• "Selected Methods in Cellular Immunology", W. H. Freeman and Co., New 
York (1980); available immunoassays are extensively described in the patent 

25 and scientific literature, see, for example, U.S. Pat. Nos. 3,791,932; 3,839,153; 
3,850,752; 3,850,578; 3,853,987; 3,867,517; 3,879,262; 3,901,654; 3,935,074; 
3,984,533; 3,996,345; 4,034,074; 4,098,876; 4,879,219; 5,011,771 and 
5,281,521; and "Methods in Enzymology" Vol. 1-317, Academic Press; 
Marshak et al., all of which are incorporated by reference as if folly set forth 

30 herein. Other general references are provided throughout this document. The 



WO 02/053092 PCT/IL02/00005 

"'V' 35 

procedures therein are believed to be well known in the art and are provided 
for the convenience of the reader. All the information contained therein is 
incorporated herein by reference. 

5 Materials and Experimental Methods 

Animals: Apo-E deficient mice used in these experiments are from the 
atherosclerosis prone strain C57BL/6J-Apo-E taIunc . Mice homozygous for the 
Apo-E talunc mutations show a marked increase in total plasma cholesterol 
levels which is unaffected by age or sex. Fatty streaks in the proximal aorta are 

10 found at 3 months of age. The lesions increase with age and progress to lesions 
with less lipid but more elongated cells, typical of a more advanced stage of 
pre-atherosclerotic lesion. 

Strain Development: The Apo-E tolunc mutant strain was developed in 
the laboratory of Dr. Nobuyo Maeda at University of North Carolina at Chapel 

15 Hill. The 129-derived E14Tg2a ES cell line was used. The plasmid used is 
designated as pNMC109 and the founder line is T-89. The C57BL/6J strain 
was produced by backcrossing the Apo-E tmlmlc mutation 10 times to C57BL/6J 
mice (11,12). 

The mice were maintained at the Sheba Hospital Animal Facility (Tel- 
20 Hashomer, Israel) on a 12-hour light/dark cycle, at 22-24°C and fed a normal 
fat diet of laboratory . chow (Purina Rodent Laboratory Chow No. 5001) 
containing 0.027% cholesterol, approximately 4.5% total fat, and water, ad 
libitum. "Western diet" (TD 96125, Harlan Teklad, 42% calories from fat, 
' 43% from carbohydrates and 15% from protein) describes a standardized, high 
25 fat atherogenic diet. 

Nasal Tolerance: Nasal tolerance was induced by intranasal 
administration of oxidized LDL, Beta2GPI or HSP65, in a total volume of 10 
ul PBS. Intranasal administration was performed on mildly sedated mice (12- 
16 weeks old), each mouse receiving 3 doses of antigen per dose, in the 
30 indicated concentrations, every other day. Atherogenesis was induced by 5 
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weeks of a Western diet, initiated on the day following the last intranasal 
administration. Controls received equal amounts of BSA and/or PBS, as 
indicated, in an identical regimen. Plasma samples were obtained for 
assessment of cholesterol and triglyceride levels from all mice, and the mice 

5 were sacrificed for evaluation of atherosclerosis, as described hereinbelow, 
after 5 weeks Western diet. 

Oral Tolerance: For comparison, oral tolerance to plaque associated 
molecules was induced by feeding 3 doses of antigen every other day (for a 
detailed account of induction of oral tolerance, see US Pat Application No 

10 09/806,400 to Shoenfeld et al filed Sept 30, 1999), in a similar regimen to the 
nasal tolerance. 

Antigen Preparation 

Beta2GPI: Human Beta2GPI was purified from the serum of a healthy 
adult as described by Gharavi, et al (J Clin Invest 1992;92:1 105-09). 

15 Oxidized LDL: Human LDL (density=1.019- 1.063g/l) was prepared 

from Plasma of fasting individuals by preparative ultracentrifugation (50,000 
rpm/min, 22 min), washing, dialysis against 150mM EDTA, pH 7.4, filtration 
(0.22 (U21 pore size) to remove aggregation, and storage under nitrogen. LDL 
oxidation was performed by incubation of dialyzed, EDTA-free LDL with 

20 copper sulfate (10 uM) for 24 hours at 37° C... Lipoprotein oxidation was 

. • .'.confirmed by analysis of .thiobarbituric acid-reactive substances (TBARS), 
which measures maloridialdehyde (MDA) equivalents. 

HSP65: Recombinant mycobacterial HSP-65, prepared as described . 
(Prohaszka Z et al, Int Immunol 1999;11:1363-70) was kindly provided by Dr. 

25 M. Singh, Braunschweig, Germany. 

Immunization: Subcutaneous immunization with human 
Beta2GPI: Human Beta2GPI was prepared from human plasma pool as 
described above. For immunization, human Beta2GPI was dissolved in PBS 
and mixed with equal volumes of Freund's incomplete adjuvant. 

30 Immunizations were performed by single subcutaneous injection of lOug 
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antigen/mouse in 0.1ml volume. Three days following the last mucosal 
administration of plaque associated molecules the mice received one 
immunization, and were sacrificed 10 days post immunization. 

Cholesterol Level Determination: At the completion of the 

5 experiment, 1-1.5 ml of blood was obtained by cardiac puncture into vials 
containing EDTA, centrifuged to separate plasma. Total plasma cholesterol 
levels were determined using an automated enzymatic technique (Boehringer 
Mannheim, Germany). 

FPLC Analysis: Fast Protein Liquid Chromatography analysis of 

10 cholesterol and lipid content of lipoproteins was performed using Superose 6 
HR 10/30 column (Amersham Pharmacia Biotech, Inc, Peapack, NJ) on a 
FPLC system (Pharmacia LKB. FRAC-200, Pharmacia, Peapack, NJ). A 
minimum sample volume of 300 ul (blood pooled from 3 mice was diluted 1:2 
and filtered before loading) was required in the sampling vial for the automatic 

15 sampler to completely fill the 200 \i\ sample loop. Fractions 10-40 were 
collected, each fraction contained 0.5 ml. A 250 ul sample from each fraction 
was mixed with freshly prepared cholesterol reagent or triglyceride reagent 
respectively, incubated for 5 minutes at 37°C and assayed 
spectrophotometrically at 500nm. 

20 Assessment of Atherosclerosis: Quantification, of atherosclerotic fatty 

• streak lesions was done by calculating the lesion size in the aortic sinus as - 
previously described (George J et al Circulation 1999;99:2227-30)and by 
calculating the lesion size-in the aorta. Briefly, after perfusion with saline Tris 
EDTA, the heart and the aorta were removed from the animals and the 

25 peripheral fat cleaned carefully. The upper section of the heart was embedded 
in OCT medium (10.24% w/w polyvinyl alcohol; 4.26% w/w polyethylene 
glycol; 85.50% w/w nonreactive ingredients) and frozen. Every other section 
(10 urn thick) throughout the aortic sinus (400 jam) was taken for analysis. The 
distal portion of the aortic sinus was recognized by the three valve cusps that 



WO 02/053092 PCT/IL02/00005 

38 

are the junctions of the aorta to the heart. Sections were evaluated for fatty 
streak lesions after staining with oil-red O. Lesion areas per section were 
scored on a grid by an observer counting unidentified, numbered specimens. 
The aorta was dissected from the heart and surrounding adventitious tissue was 
5 removed. Fixation of the aorta and Sudan staining of the vessels were 
performed as previously described (George J et al Circulation 1999;99:2227- 
,. 30). 

Proliferation assays: Mice were exposed to the tested antigen as 
described for assessment of atherosclerosis, and then immunized (one to three 

10 days following the last exposure) subcutaneously with 10 ug Beta2GPI in 0.1 
ml PBS, prepared from purified human Beta2GPI as described above. 

Proliferation was assayed ten days after immunization with the 
Beta2GPI as follows: Draining inguinal lymph nodes were prepared by 
meshing the tissues on 100 mesh screens. Red blood cells were lysed with 

15 cold sterile double distilled water (6ml) for 30 seconds and 2ml of NaCl 3.5% 
was added. Incomplete medium was added (10ml), cells were centriruged for 7 
min at 1,700 rpm, resuspended in RPMI medium and counted in a 
haemocytometer at 1:20 dilution (10^x1 cells + 190j_il Trypan Blue). 
Proliferation was measured by the incorporation of [ 3 H] Thymidine into DNA 

20 in triplicate samples of lOOnl Of the packed cells (lxi0 d cells/ml) in a 96 well 
microliter plate. "Triplicate samples of Heta2GPI (10u.g/ml, lOOul/well) were 
added, cells incubated for 72 hours (37°C, 5% C0 2 and -98% humidity) and 
lOul 3 [H] Thymidine (0.5uCi/well) was added. After an additional day of 
incubation the cells were harvested and transferred to glass fiber filters using a 

25 cell harvester (Brandel) and counted using p-counter (Lumitron). Proliferation 
was measured by the incorporation of [ 3 H] thymidine into DNA during the 
final 12 h of incubation. The results are expressed as the stimulation index 
(S.I.): the ratio of the mean radioactivity (cpm) of the antigen to the mean 
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background (cpm) obtained in the absence of the antigen. Standard deviation 
was always <10% of the mean cpm. 

Statistical Analysis: A one-way ANOVA test was used to compare 
independent values. p<0.05 was accepted as statistically significant. 

5 

EXAMPLE 1 

Inhibition of atherogenesis in genetically predisposed (Apo-E-deficient) mice 

K 

by induction of nasal tolerance with low doses of the plaque associated 
molecules oxidized LDL, human Beta2GPI and HSP 65 

10 The present inventors here demonstrate, for the first time, that nasal 

exposure to low doses of the plaque associated molecules oxidized LDL, 
Beta2GPI and HSP 65 provides induction of tolerance to the antigens, and 
significant inhibition of atherogenesis. Thus, nasal exposure to purified, 
oxidized human LDL, human Beta2GPI and recombinant mycobacterial HSP 

15 65 were compared for their effectiveness in suppressing atherogenesis in Apo- 
E-deficient mice. 63 male 9-13 week old Apo E/C 57 mice were divided into 
5 groups. In group A (HSP-65)(n=12) nasal tolerance was induced as 
described in Materials and Methods by administration of recombinant 
mycobacterial HSP 65 suspended in PBS (10 ug/mouse/lOul) for 5 days every 

20 other day. In group B (H-oxLDL)(n=14) nasal tolerance was induced as 
described in Materials and Methods by administration of 10 |ig/mouse/10ul 
* oxidized purified human. LDL, suspended in PBS; every other day for 5 days. 
' Mice in group C (B2GPI)(n=13) received 10 }ig/mouse/10u) human Beta2GPI 
per mouse, administered intranasally as described in Materials and Methods, 

25 every other day for 5 days. Mice in group D (BSA)(n=12) received 10 
ug/mouse/lOul bovine serum albumin (BSA) per mouse, administered 
intranasally as described in Materials and Methods, every other day for 5 days. 
Mice in group E (PBS)(n=12) received lOul PBS per mouse, administered 
intranasally. Mice were bled prior to feeding (Time 0) and at the conclusion of 
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the experiment (End) for determination of lipid profile. Atherosclerosis was 
assessed in heart and aorta as described above, 8 weeks after the last feeding. 
Mice were weighed every 2 weeks during the experiment. All mice were fed 
water ad libitum and a normal chow-diet containing. 4.5% fat by weight 
(0.02% cholesterol), up to the final antigen exposure, and then a "Western" 
diet until sacrifice. 

Table 1: Inhibition of atherogenesis in Apo-E-deficient mice by intranasal 
administration of exceedingly low doses of plaque associated molecules 

HSP-65 I H-oxLDL | H-B2-GPI | BSA 



PBS 



Time 
0 



Weight 
(gr) 

(Mean±S.E) 



22.6 ±0.8 



22.3 ±0.5 



22.3 ±0.7 



21.8 ±0.7 



21.7 ±0.5 



P=0.833 



Choi 

(mg/dL) 

(Mean±S.E) 



237 ±13 



230 ±10 



230 ±14 



236±19 



227±14 



P=0.986 



TG 

(mg/dL) 
(Mean±S.E) 



150 ±19 



178 ±17 



162 ±18 



185±22 



160±15 



P=0.664 



END 



Weight 

(gr) 
(MeantbS.E) 



26.8 ±0.9 



28.2 ±1.0 



29.2 ±1.5 



25.5±1.0 



26.3±1.3 



P=0.157 



Choi 
(mg/dL) 
(MeanfcS.E) 



1181 ±114 



1611 ±119 



1601 ±125 



1470±183 



1606±181 



P=0.197 



TG 
(mg/dL) 
(Median) 



288 



275 



380 



315 



403 



P=0.416 



Sinus Lesion 
(Urn 2 ) • 
(Mean±S.E) 



44375 
±5437 



43393 
±4107 



46250 
±4486 



120500 
±8746 



128182 
±9102 



PO.001 



Note: "Weight" is weight in grams; "Choi" is serum cholesterol and "TG" is serum triglycerides, 
1 0 expressed in mg/dL. 

As can be seen from Figure 1, the results depicted in Table 1 

demonstrate the strikingly effective inhibition of atheroge'nesis measured in the 

tissues of mice receiving nasal exposure to low doses (10 p.g/ mouse) of the 

plaque associated molecules, compared to control mice exposed to- sham 

15 antigen (BSA) or PBS. Furthermore, nasal tolerance is specific in its mode of 

protection: clearly, induction of nasal tolerance has no significant effect on 

other general parameters measured, such as weight gain, triglyceride or 

cholesterol blood levels. Thus, the antigenic plaque associated molecules 

oxidized LDL, Beta2GPI and HSP 65 are highly potent inducers of nasal 
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tolerance, with surprisingly low doses (10 jig/ mouse) and brief exposure (3 
days) of significant (greater than 65%) and consistent protection from 
atherogenesis in these genetically susceptible Apo-E-deficient mice. 

5 EXAMPLE 2 

Superior inhibition of atherogenesis in genetically predisposed (Apo-E- 
deficient) mice by induction of nasal tolerance with HSP 65 
The present inventors here demonstrate, for the first time, that nasal 
exposure to exceedingly low doses of the plaque associated molecule HSP 65 

10 provides superior induction of tolerance to the antigen, and inhibition of 
atherogenesis. Thus, nasal exposure to a low dose and an exceedingly low 
dose of recombinant human HSP 65 were compared for their effectiveness in 
suppressing atherogenesis in Apo-E-deficient mice. 58 male 12-16 week old 
Apo E/C 57 mice were divided into 4 groups. In group A (HSP-65 high)(n=14) 

15 nasal tolerance was induced as described in Materials and Methods by 
intranasal administration of 10|ig/mouse/10|Lil recombinant human HSP 65 
suspended in PBS for 5 days every other day. In group B (HSP-65 low)(n~16) 
nasal tolerance was induced as described in Materials and Methods by 
administration of 1 |ng/mouse/10|jl recombinant human HSP 65 suspended in 

20 PBS every other day for 5 days. Mice in group C (BSA)(n=14) received 1 
jig/mouse/lOpl BSA per mouse, administered intranasal^ every other day for 
5 days. Mice in group D (PBSXn^H) received IOjjI PBS per mouse, 
administered intranasally. Mice were bled prior to feeding (Time 0) and at the 
conclusion of the experiment (End) for determination of lipid profile. 

25 Atherosclerosis was assessed in heart and aorta as described above, 8 weeks 
after the last feeding. Mice were weighed every 2 weeks during the 
experiment. All mice were fed water ad libitum and a normal chow-diet 
containing 4.5% fat by weight (0.02% cholesterol), up to the final antigen 
exposure, and then a "Western" diet until sacrifice. 
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Table 2: Superior inhibition of atherogenesis in Apo-E-deficient mice by 
in tranasal administration of human HSP 65 







lioJrOj 
JO 

fig/Mouse. 
N=12 


JtlOl OJ 
1 

fig/Mouse 
N=16 


JiO/i. 
100 

/ug/Mouse 
N=ll 


1 DO 

N=10 




End 


Wt 


ZoA ±1,U 


7£ Q 4-fi Q 
ZD. 7 3:\J.y 


77 7 -4-0 <\ 


95 7 4-0 7 


X \J.J\JJ 




Choi 


1073 ±65 


1010 ±64 


1009 ±74 


1015±85 


P=0.897 




TG 


348 ±32 


3 15 ±46 


3 16 ±32 


390 ±44 


P=0.564 




Sinus 

Les. 

Urn 2 


22292 
±2691 


17109 
±2053 


54432 
±8201 


47750 
±5779 ' 


P<0.05 

Between HSP- 
65 and PBS or 
BSA 



Note: "Weight" is weight in grams; "Choi" is serum cholesterol and "TG" is serum triglycerides, 
5 expressed in mg/dL. 

As can be seen from Figure 2, the results depicted in Table 2 
demonstrate the superior effectiveness of inhibition of atherogenesis measured 
in the tissues of mice receiving nasal exposure to exceedingly low doses (1 ug/ 

10 mouse) of HSP 65, compared to control mice exposed to sham antigen (BSA) 
or PBS. Furthermore, nasal tolerance is specific in its mode of protection: 
clearly, induction of nasal tolerance has no significant effect on other general 
parameters measured, such as weight gain, triglyceride or cholesterol blood 
levels. Thus, the antigenic plaque associated molecule HSP 65 is an extremely 

15 potent inducer of nasal tolerance, with even exceedingly low doses conferring 
significant (approximately 70%) protection from atherogenesis in genetically 
susceptible Apo-E-deficient mice, greatly superior to the protection achieved 
• by induction of oral tolerance (30%; see US Patent- Application No 09/806,400 
to Shoenfeld et al filed Sept 30, 1999). 

20 

EXAMPLE 3 

Superior suppression of specific anti-Beta2GPI immune reactivity in 
genetically predisposed (apo-E deficient) mice by intranasal administration 

of human Beta2GPI 

25 Tolerance induced by mucosal exposure to plaque associated molecules 

may be mediated by suppression of specific immune responses to antigenic 
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portions of these plaque associated molecules. Lymphocyte proliferation in 
response to mucosal (nasal and oral) exposure to human Beta2GPI was 
measured in Apo-E-deficient mice. 9 male, 5 week old Apo E/C 57 deficient 
mice were divided into 3 groups. In group A (n=3) oral tolerance was induced 

5 with 100 ug/mouse Beta2GPI suspended in 0.2 ml PBS, administered by 
gavage, as described above, every other day for 5 days. In group B (n=3) nasal 
tolerance was induced with 10 ug/mouse Beta2GPI suspended in 10 ul PBS, 
administered intranasally as described above, every other day for 5 days. The 
mice in group C (n=3) received oral administration of 200 ul PBS every other 

10 day for 5 days. Immune reactivity was stimulated in all mice by immunization 
with human Beta2GPI as described above in the Materials and Methods 
section, one day after the last feeding. Ten days after the immunization lymph 
nodes were collected for assay of proliferation. All mice were fed normal 
chow-diet containing 4.5% fat by weight (0.02% cholesterol) and water ad 

15 libitum. 

Table 3: Intranasal pretreatment with purified human beta2 GPI suppresses 
immune response to Human Beta2GPI in Apo-E-deficient mice 





PBS 


H-p 2 -GPI 


H-p 2 -GPI 






OT 


NT 


S.I (Stimulation Index) 


7.0±0.2 


4.4±0.5 


2.1±0.5 

* 



As can be seen from Figure 3, the results depicted in Table 3 
20 demonstrate significant suppression of immune reactivity to human Beta2GPI 
antigen, measured by inhibition of proliferation in the lymph nodes of Apo-E- 
deficient mice. Lymphocytes from mice receiving intranasal exposure to low 
atherogenesis-inhibiting doses (10 fig/ mouse) of human Beta2GPI showed an 
exceedingly reduced stimulation index following immunization with 
25 Beta2GPI, as compared to orally exposed and control (PBS) mice. Since 
previous studies with induction of nasal tolerance have shown no significant 
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effect on other parameters measured, such as weight gain, triglyceride or 
cholesterol blood levels, or immune competence (see abovementioned 
Examples), these results indicate a specific suppression of anti-Beta2GPI 
immune reactivity. Thus, intranasal administration of the purified plaque 
5 associated molecule Beta2GPI is a superior method of attenuating the cellular 
immune response to immunogenic and atherogenic plaque associated 
molecules in these genetically susceptible Apo-E-deficient mice. 

Although the invention has been described in conjunction with specific 
10 embodiments thereof, it is evident that many alternatives, modifications and 
variations will be apparent to those skilled in the art. Accordingly, it is 
intended to embrace all such alternatives, modifications and variations that fall 
within the spirit and broad scope of the appended claims. All publications, 
patents, patent applications and sequences identified by their accession 
15 numbers mentioned in this specification are herein incorporated in their 
entirety by reference into the specification, to the same extent as if each 
individual publication, patent, patent application, or sequence identified by 
their accession number was specifically and individually indicated to be 
incorporated herein by reference. In addition, citation or identification of any 
20 reference in this application shall not be construed as an admission that such 
reference is available as prior art to the present invention. 
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1 . A pharmaceutical composition for prevention and/or treatment of 
atherosclerosis, cardiovascular disease, cerebrovascular disease, peripheral 
vascular disease, stenosis, restenosis and/or in-stent-stenosis in a subject in 
need thereof, comprising, as an active ingredient, a therapeutically effective 
amount of at least an antigenic portion of at least one plaque associated 
molecule, or pharmaceutical salts thereof, the composition further comprising 
a pharmaceutically acceptable carrier, the pharmaceutical composition being 
designed for mucosal administration. 

2. The composition of claim 1, wherein said plaque associated 
molecule is selected from the group consisting of oxidized LDL, beta-2-GPI, 
HSP and derivatives thereof. 

3. The composition of claim 1, wherein said antigenic portion of at 
least one plaque associated molecule is a naturally occurring molecule or a 
synthetic molecule. 

4. The composition, of claim 1, wherein « the pharmaceutical 
composition is, formulated for nasal, respiratory, otic and/or eonjuctival 

" administration. , • 

5. The composition of claim 1, wherein said at least said antigenic 
portion of said at least one plaque associated molecule is selected so as to 
reduce immune reactivity to plaque components in the subject. 

6. The composition of claim 1, packaged and identified for use in 
the prevention and/or treatment of at least one disorder selected from the group 
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consisting of atherosclerosis, cardiovascular disease, cerebrovascular disease, 
peripheral vascular disease, stenosis, restenosis and/or in-stent-stenosis. 

7. The composition of claim 1, further comprising a therapeutically 
effective amount of at least one additional compound selected from the group 
consisting of HMGCoA reductase inhibitors (statins), mucosal adjuvants, 
corticosteroids, anti-inflammatory compounds, analgesics, growth factors, 
toxins, and additional tolerizing antigens. 

8. An assay for determining the effect of mucosal administration of 
plaque components on atherosclerosis-related disease or condition, the assay 
comprising: 

(a) mucosally administering to a subject having an atherosclerosis- 
related disease or condition at least an antigenic portion of at 
least one plaque associated molecule and, 

(b) assessing at least one indicator of atherogenesis in said subject to 
thereby determine the effect of mucosal administration of said at 
least said antigenic portion of said at least one plaque associated 
molecule on the atherosclerosis-related disease or condition . 

9. The -assay of claim 8, wherein said plaque associated molecule is 
selected from the group consisting of oxidized LDL, beta-2-GPI, HSP and 
derivatives thereof. 

• r • • » 

.. « «* ••• 

10. The assay of claim 8, wherein said antigenic portion of said at 
least one plaque associated molecule is a naturally occurring molecule or a 
synthetic molecule. 

11. A method of prevention and/or treatment of atherosclerosis, 
cardiovascular disease, cerebrovascular disease, peripheral vascular disease, 
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stenosis, restenosis and/or in-stent-stenosis in a subject in need thereof, the 
method comprising mucosally administering a therapeutically effective amount 
of at least an antigenic portion of at least one plaque associated molecule to the 
subject. 

12. The method of claim 11, wherein said plaque associated 
molecule is selected from the group consisting of oxidized LDL, beta-2-GPI, 
HSP and derivatives thereof. 

13. The method of claim 11, wherein said at least said antigenic 
portion of at least one plaque associated molecule is a naturally occurring or 
synthetic molecule. 

14. The method of claim 11, wherein administration of said 
antigenic portion of said at least one plaque associated molecule is effected via 
nasal, respiratory, otic and/or conjunctival route. 

15. The method of claim 11, wherein administration of said at least 
said antigenic portion of at least one plaque associated molecule reduces 
immune reactivity to said at least one plaque associated molecule in said 
subject 

16. The method of claim 11, wherein said at least said antigenic 
portion of said at least one plaque associated molecule is administered along 
with a therapeutically effective amount of a compound selected from the group 
consisting of HMGCoA reductase inhibitors (statins), mucosal adjuvants, 
corticosteroids, anti-inflammatory compounds, analgesics, growth factors, 
toxins, and additional tolerizing antigens. 
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Antigen delivers both immunogenic and tolerogenic signals to lymphocytes. The outcome of antigen exposure 
represents a complex integration of the timing of antigen binding with aignafe from many other immunogemfc. and 
tolerogenic costimulatory pathways. A road map of these signalling pathways is only beginning to be charted, 
revealing the mechadaint of action and limitations of current Immunotherapeutfc agents and the point* of attack for 
new agents* Cicfosporln and tacrolimus Interfere with tolerogenic signals from antigen in addition to blocking 
immunogenic signals, thus preventing active eataWiahment of tolerance. Cortioosteroida inhibit a key Immunogenic 
pathway, NFkB, and more specific inhibitors of thfe pathway may allow tolerance to be actively established while 
immune responses are blocked- New experimental therapies aim to mimic tolerogenic antigen signals by chronically 
stimulating antigen receptors with antigen or antibodies to the receptor, or aim to block costimulatory pathways 
involving CD40 ligand, B7, or Interieukln 2. Obtaining the desired response with these strategies is unpredictable 
because many of these signals have both tolerogenic and Immunogenic roles. The cause of autoirmme diseases has 
been determined for several rare monogenic disorders, revealing Inherited deficiencies in tolerogenic costimulatory 
pathways such as FAS. Common autoimmune disorders may have a biochemically related pathogenesis. 



Self-tolerance is an essential feature of the immune 
system* and works to protect tissue antigens from 
becoming targets of damaging immune responses during 
clearance of infection* The immune system normally 
exhibits exquisite specificity in distinguishing infectious 
antigens from self antigens. Vigorous antibody or T-cell 
responses -are mounted against infectious antigens, 
whereas self antigens generally dick only transient or 
weak responses even when incorporated into an 
infectious particle. 

Adaptive immune responses start with the binding of 
antigen to antigen receptors on rare lymphocytes. The 
number and activity of these cells is then greatly 
expanded by clonal proliferation and differentiation. The 
response of individual lymphocytes is governed, however, 
by opposing immunogenic and tolerogenic signals, and 
the latter normally prevail for lymphocytes that bind self 
antigens. Disturbance in the natural balance between 
immunogenic and tolerogenic signals due to genetic 
factors can give rise to autoimmune disease. Progress in 
delineating these opposing signals provides opportunities 
to correct the primary disorder in autoimmune patients. 

Counterbalancing Immunogenic and 
tolerogenic signals 

Two basic types of extracellular stimuli control- 
lymphocyte growth and development (figure 1). The first 
is antigen^ signalling, through clone-specific antigen 
receptors* The second is cefctimuli, which encompasses a 
number- of signals, through receptors that are not antigen 
specific. Importantly;, particular antigen or costimuli 
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signals are rarely obligately immunogenic or tolerogenic. 
Their timing and the way they arc integrated at key 
checkpoints in lymphocyte development determines how 
a lymphocyte, responds. Stxongiy immunogenic costimuli 
can shift the balance to immunity in the face of strongly 
Tolerogenic antigen signals, and^ strongly tolerogenic 
costimuli can over-ride strongly immunogenic antigen 
signals, Deciphering the molecular logic behind this 
signal integration is the central challenge feeing clinical 
manipulation of tolerance and immunity. 

Immunogenic and to/erogert/c antigen signals 
Antigens transmit signals to lymphocytes by binding to 
B-ccU receptors (surface immunoglobulin on B cells), 
and to T-cell receptors (TCBs) on T cells. B-cell 
receptors and TCRs signal through a cascade of protein 
tyrosine kinases and protein-lipid phosphorylation. 
Antigen transmits immunogenic or tolerogenic signals to 
lymphocytes through these receptors. Continuous 




1 1: Schematic diagram lifustttttag die balance of 
Immunogenic and tolerogenic striata affecting lymphocyte 
response* to antigen 
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• "Sat is eVsential for immunogenic signalling to NFkB by 
^lF^U-"KCeptors.? " Tolerogenic signalling to antigen 
"■J^ina-intact 'or eruoanced to BTK-defective B celte. 
This selective role in immunogenic signalling might 
explain the powerful suppression of "systemic lupus in 
NZB/W mice when defects 

by breeding/ The 'selective role of the BTK/NFkB 
pathway in immunogenic signalling to antigen thug 
mates it an attractive target for new immunosuppressive 



Figure 2: Btochenflctf ly (fistfrc* *ignals: ttndetpln Irrrniurtogente : 
ami tolwogenle responses to airtlgan If) B ly mphacytas 

Immunogenic signalling occurs vrf**> *iW ^. fl ™ un ^5 u *^ v 
malum B cells, and Is augmented by crotostenrvg of oompiameni ww- 
receptar. CR2, and comment adulation ty OMOLftwj helper T edte 
of bacterial products such as tort"*^^ 
pathways actfvetsd by those iG ^ a DNA bindiiy proteh f«W 
that mows to me nucisus ones activated to the nudaue, NFkB is P^l 
to stimulating expression of meny toy B lymphocyte growth genes, 
promoting cell proliferation And antibody. *me Boell recsptoc elsa 
activates BnotfiSf DMA binding protein, NFATc, which moves to tna 
rwdBiJs after cateiur^itfuced o^spnoiylatlDn ^^wprk 
synefglstfcaJry with NBA On its own, NFATc can activate inhibitory genes 
such as the inhibitory receptor QD72. Tolerogenic signalling occurs whan 
ante* is encountered tfironfca!*/, which resufts in inWblmry changes 
that dimmish calcium signalling so that NFkB Is no longer activated, co- 
clustering of the receptor for tgft FoyR2b, also ^^™^ n "v 
signalling tp NFkB. Absence of aostimull such as CO40L or IPS Is a so 
crWcal to allow tolefOgenfc sJgnaHIng to proceed In the absence of NFkB, 

binding of antigen over several days> as is often ihe case 
for self antigens, usually transmits tolerogenic signals. By 
contrast, a sudden increase in receptor croaslinking > as 
occurs inmost infectious, tends to transmit immunogenic 
signals.. Binding of antigen during immature lymphocyte 
formation in bone marrow or thymus* as occurs for many 
self antigens but few infectious antigens, tends to be 
tolerogenic. 1 Immunogenic signals are favoured when 
antigen is first encountered after lymphocytes have 
matured and reached the secondary lymphoid tissues, 
where infectious antigens tend to be trapped^ ^ 

Immunogenic and tolerogenic antigens elicit dnfcrent 
biochemical signals within lymphocytes 2 (figure 2), These 
biochemical differences provide opportunities to develop 
immunosuppressants that mirror these different signal 
patterns. In mature B lymphocytes, tolerogenic signalling 
by antigen elicits a smaller calcium response than 
unmunogenic antigen. The calcium concentration 
achieved with tolerogenic signals is enough toacuvate the 
nuclear factor of activated T cells (NFATc) but 
^sufficient to activate the nuclear factor kappa binding, 
molecule (NFkB). NFATc and NFkB are DNA btodlng 
transcription fcctors that promote expression of different 
sets of genes, NFAT is essential for turning on 
lymphocyte inhibition as well as activator? genes, 
whereas *{FkB is more purely rmmunogenic, because it is 
essential fior inducing genes necessary tor B and T cell 
proliferation and antibody production. As a result, a 
different pattern of gene expression is established by 
tolerogenic and immunogenic exposures to the same 
antigen. 3 , , . 

Deficiency of the NFkB transcription factor, o-«s, 
abolishes both T and B cells 1 immunogenic responses to 
antigen, 4 The inherited immunodeficiency syndrome, X- 
Unked agammaglobulinemia, is caused by defects in 
BmWs tyrosine kinase (BTK), an intracellular enzyme 



Immunogenic costimuli from microorganisms 
Costimuli arise from many sources in the lymphocyte 
xm^oenvironment. Perhaps the only purely 
immunogenic costimuli come from conserved 
components of infectious microorganisms. The 
Upopolysaccharide (LPS) moiety of bacterial ceil walk 
and DNA rich in the dinucleotide, CpG from bacteria 
both activate the NFkB pathway in lymphocytes tirau#L 
surface receptors of the Toll-like receptor (TLR) family 1 * 
(figure 2). These immunogenic costimuli also signal 
rymphocytes indirectly by activating antigen presenting 
ceils— dendritic cells, macrophages, and B cells, to 
produce additional immunogenic cosumuh such as the T 
cell activating cell surface protein B7 (CD80) and the 
inflammatcrry cytokine tumour necrosis factor alpha 
(TNFa). Bacterial adjuvants have been explored as 
experimental therapeutics to promote immunogenic 
responses to autoantigens on tumour cells hut give rise to 
other undeskabie mfiammatory effects. Tndr effect may 
be more specifically emulated by activating dendritic cells 
bearing tumour antigens in vitro and giving these cells to 
the patient. 

Costimuli from stressed and crying cef/s ...... 

Ceil death through apoptosis occurs physiologically in 
healthy tissues without inflammation or inmiunogenicity, 
Engulfment of apoptotic cells by tissue macrophages, 
dendritic cells, or fibroblasts elicits signals through the 
phosphatidylsetine receptor that: promote synthesis of the 
tolerogenic cytokine, transforming growth factor beta 
fTGFtV figure 3) and inhibit production of the 
immunogenic cytokine TNFa.' By contrast, pathological 
cell death by necrosis links antigens with immunogenic 
costimuli. Necrotic cells, and antigens released from 
necrotic or stressed cells complied with the heat-*hock 
proteins, Hsp96 and Hsp70, activate £diddtfc e ells to 
™ S5 hnmunogenic costimuh mchidmg B7 and 
TNFo. 1 * 41 In patients and animals models witn 
devdooing neoplasms, increased production of these 
immunogenic costimuli through cell dysplasia and 
necrosis may account tor the frequent detection of 
subciinkBl autoantibodies and fcr the less frequent 
paraneoplastic autoiniraune syndromes. The latter might 
simply reflect rare clinical manifestations of common 
autoimmune responses to dysphoric tumour cell 
autoantigens, as a result of chance reactivity of the 
autoanulwdies with a vital ceil receptor. likewise cell 
stress and dysfunction in specific organs, such at the 
pancreatic beta cell, may be an immunogenic costimulus 
for autoinununicy. 

Dual role of the complement system 

Activation of the serum complement system by foreign 

cSTox particles produces powerfully 

cosdmuh, partly by cogently tagging the . mfectious 

antigens with the complement cUavage i pndM \C*L 

s'-swsss'.ssefffi'css 
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Figure 3: Biochemically dfetinct signals uruterpln 1 
and toier cranio mspaneas to antigen fri T lymphocytes 

Jmmunoganlo signalling occurs wtien antigen peptide and MHC 
compteHes aw encountered aucWanly by mature T cells, end 
augmented by concurred stimulation by B7 motettilas angaglng CD2B, or 
binding of TNfa. One of the chief pathways activated tythese signals is 
NFfcB, a DMA binding protein family that moves to the nucleus once 
activated In the nucleus, NF*B ptaotai to stimulating expression of 
many key T lymphocyte growth genes, promoting ceil proliferation and 
Inflammatory cytokines. The TCR also activates another DNA binding 
protein, NFATo, which moves to the nudeus after cafdunvlnduoed 
depho5phofylaUon and can work synejgjsUcalrywitn NRtB. On its own, 
NFATo can aeflvata fohibfoory genes such as the death receptor llgand, 
FasL Toiem^enlc signalling occurs whan antigen is encountered 
chronically, which reauita In Inhibitory changes that diminish calcium 
signalling so tnat NFkS is no longer activated, CIJ2S is deregulated 
and an Inhibitory receptor for B7, CTLA4, Is upregulated. Concurrent 
stimulation by TOF|J inhibits expression of lymphocyte growth genes. 

and CD35), when a C3d-tagged antigen' causes 
clustering of these receptors with the B-cell receptors 
(figure 2). Complement components Cl> C2> C4, and 
the CR1/2 complement receptors are also important for 
delivering -tolerogenic signals* since inherited defidencies 
of these elements in human beings and mice are 
associated with susceptibility to autoimmune disease. 
Clq deficiency leads to an inability to clear apoptotic 
cells efficiently^ and this may either diminish the 
tolerogenic signals elicited by physiological cell corpses or 
allow them to become immunogenic, 14 

Dual role of the 07 system 

Cell surface proteins of the B7 family) displayed on 
antigen presenting cells such as macrophages, dendritic 
cells, and B lymphocytes, deliver immunogenic costimuli 
to T cells by signalling through the CD28 and inducible 
costhmuator (ICOS) receptors' 5 * 1 ' (figure 3). The B7.1 
and B7.2 proteins are induced on antigen presenting cells 
by other immunogenic co stimuli, such as LPS, necrotic 
cells, or Immunogenic antigen receptor signals in B cells, 
creating a cascade of immunogenic signals* Immuno- 
suppressive therapy aimed at blocking the immunogenic 
effects of B7.1 and B7.2, notably the recombinant 
protein antagonist CTLA^rlga has been shown to 
improve the v Bymptoms of psoriasis. 

B7/CD2S costimuli are tolerogenic in other contexts, 
notably in immature thymocytes where they enhance 
clonal deletion, the B7/CD28 pathway also promotes 
tolerance by signalling the formation of regulatory 
CD4+CD25+ T cells that may be required for tolerance 
to tissue antigens. 17 B7.1 and B7.2 proteins also transmit 
tolerogenic signals to T ceils by engaging another 
receptor, CTLA4,.that is present at very low levels in 
resting T cells and substantially increased by chtonic 
antigen signals" (figure 3), The importance of CTLA4 as 
a brake to the system is shown .by the lethal Inflammatory 



H>M<^d ; with- 

Dual rote QfJNFx family or proteins and receptors 
: i^varion ofvT cells and other innate or adaptive 
^immune cells elicits an important aad growing class of 
.immunogenic and tolerogenic costimuli related tx> the 
cytokmcj TNFa. TNFa itself has a pleiotropic effect on 
.immune responses and inflammatory cells. 1 *"* 1 In some 
contexts,. TNFa promotes self-tolerance and CDS T cell 
deletion, whereas in others TNFa promotes T cell 
activation and autoimmune disease. Inherited 
defidendes in TNFa or its receptors in mice results in 
poor cytotoxic T-celt-mediated resistance to certain 
viruses and inability to form follicular dendritic cells 
needed for humoral immunity. Symptoms of rheumatoid 
arthritis improve after blocking TNFa with antibodies or 
recombinant protein antagonists, indicating that 
production of this cytokine by T cells in the synovium has 
a key mflaniraacory role,* 2 

CD4Wigand (CD40L) and Fas-ligand are two 
proteins related to TNFa with essential regulatory 
functions. Both are membrane-bound proteins displayed 
on T ceils following T-celi receptor signals. CD40L 
engages its receptor, CD40, on B cells and dendritic cells 
to activate immunogenic responses through the NFkB 
pathway." The importance of CD40L as an 
immunogenic costimulus is shown in children and mice 
with inherited CD40L deficiency 3 the X-linked hyper- 
IgM syndrome, where there is an absence of IgO 
antibody responses and defective T-ceU immunity, 
Experimental therapies based on blocking the 
immunogenic effects of CD40L on B cells and dendritic 
cells with antibodies showed spectacular promise in 
animal models, notably achieving long-term allograft 
tolerance in primates. 24 Clinical trials in human beings 
have been suspended,, however, because of 
thromboembolic complications in a subset of 
participants. 

CD4GL also seems to have an important tolerogenic 
role, since CD40L-deficient children are also commonly 
afifected by autoimmune disease. CD40L is needed as a 
tolerogenic signal for B cells to increase expression of Fas 
(CD95), the receptor for FAS»L, H FAS itself transmits a 
potent tolerogenic co stimulus by triggering the death and 
deletion of self-reactive B and T lymphocytes. 
The importance of the FAS pathway is seen by the 
systemic Autoimmune Lymphoproliferative Syndrome 
(ALPS) in human beings and mice with inherited 
deficiencies in FAS-L, FAS, or the downstream protease 
Caspase-i0. aM4 

tnhibitoiy co-reoeptors 

This is a rapidly growing class of receptors that transmit 
inhibitory or tolerogenic costimuli to lymphocytes 
fimctions' by rexxiriting protein tyrosine ox lipid 
phosphatases. The prototype for this family is the low 
affinity receptor for IgG 3 FcyK2b, on B cells." Antigen 
and antibody complexes cause the antigen- receptors to 
cluster with FcyR2b 3 preventing B cell activation by 
otherwise irrraiunogenic antigens and, instead, triggering 
death and deletion of the B cells (figure 2). This 
mechanism ia believed to explain the tolerogenic effect of 
anti-RM> prophylaxis, in which small amounts of IgG 
ami-RhD antibodies given to Rh-negative mothers 
prevent maternal antibody responses to fetal RhD 
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| 'fYUf HtlPff ^ M cllYgL ' WW;, m i iii i^ 'mbmm^ — - — «i« 

^fi^fct^l^phocyt^,-ThiB-bdmce-iB well, illustrated 
by intVaeukina 2> 7, and IS."** AH three signalTandB 
cell* through multisubunit receptors that share a 
common gamma chain ftc). Inherited deficiency of the 
subunit accounts for X-linked Severe Combined' 
Immvmode<iciency a characterised by lack of naive or 
memory T and B cells, IL-7 delivers essential costimuli 
through yc chat promote naive T and B cell formation^ 
thymus and bone marrow and promote survival of naive 
T cells in the lymph nodes. Similarly, growth and 
persistence of memory CD8 T cells is promoted 
primarily by IL-15, By contract, the essential function of 
Dtr2 in vivo i$ to deliver a tolerogenic costimuhis, despite 
its original discovery in tissue culture as a so-called T-celi 
growth factor. Mice lacking IL-2 or the unique BL-2 
receptor alpha snbunit develop a severe T cell 
Jymphoproliferatrve disease with numerous 
autoantibodies, IL-2 sensitises T cells to receive 
tolerogenic signals by the Faa receptor system, and may 
also be required to sustain a tolerogenic subset of 
CD4+CD25+ regulatory T cells. 

Transforming growth factor beta (TGP-p) delivers an 
important tolerogenic signal to lymphocytes, and mice 
lacking this cytokine rapidly develop a lethaUyndromc of 
lymphocyte hyperactivity and autoantibodies. 11 TGF-0 
inhibits the entry of lymphocytes into the cell cycle, and 
thus might establish a high tolerogenic threshold against 
which immunogenic signals from antigen and costimuli 
must work to initiate lymphocyte responses* The early 
response to immunogenic antigen is differentiated from 
tolerogenic antigen responses in part by rapid 
downregulauon of inhibitory transcription factors in the 
former. 4 TGF-p seems likely to establish these inhibitory 
factors in qniescem and tolerised lymphocytes. TGF~£ 
production by macrophages is induced by recognition 
and engulfment of cells that have died by physiological 
(non-inflammatory) apoptosis.* Macrophages, dendritic 
cells, and T cells making TGF-ft seem to promote 
tolerance to self and foreign antigens in the eye, lung, and 
gut. 323 Linking antigen signals with TGF-ft signals may 
be the basis for the experimental phenomenon of oral 
tolerance. Clinical trials are underway aimed at 
preventing type 1 diabetes or ameliorating multiple 
sclerosis by inducing oral tolerance to pro-insulin or 
myelin basic protein. 

Integration of tolerogenic and Immunogenic 
signals at different steps in the Immune 
response 

Integration and timing of antigen signals and costimuh 
occur at numerous checkpoints in lymphocyte 
development These checkpoints are placed all along the 
developmental pathway, from those that delete newly 
formed B or T cells in the bone marrow and thymus 
through to those that abort the formation of terminally 
differentiated plasma cells or killer cells. Lymphocytes 
integrate, antigen signals and costimuli very differently 
trom one^checkpoint to ' another, because expression of 
recepiots and their intracellular response machinery 
change during development. The multiplicity of 
checkpoints exists presumably for two main reasons. 
Kist, no single medianism can adequately ensure 
tolerance to all self antigens. Second* the existence of 
multiple mechanisms balances the need for tolerance 
against the need to use cells that crossreact between self 
aad foreign antigens » for rapid immunity against 
infection." 



antigen, irecept^rjbtar^ 

immunogenic for a -mature 1 lymp^cytef^ai^_ > 
exclusively tolerogcns for hewJy-formedp-a^ 
The basis for the tolerogenic res ponse •• of^m ature 
lymphocytes seentf - to be 'a resufc~oF^ 
dififerences in the second messengersTeuated bylantigen 
receptors in immature cells, differences irrthe set .of genes 
that can be triggered by second messengers, imd'presencc 
of tolerogenic costimuli in theJbone maj^^ andr.d?ymus.. 
rnicroenvironments. Immature thymocytes, are triggered 
to die even when antigen signals are linked with costimuli 
such as B7/CD28 that would be immunogenic to mature 
T cells. In immature B cells, continuous B-cell receptor 
engagement with strongly crossttnking self antigens, such 
as DNA or surface antigens on haematopoietic cells, 
delivers a tolerogenic signal that immediately arrests the 
cclTs maturation and leads to clonal deletion within 1-3 
days. Some of these arrested cells reach the spleen before 
dying, but they are extraordinarily refractory or anergic to 
immunogenic costimuli such as LPS and CD40. 
Particular combinations of immunogenic costimuli, such 
as CD40 and IL-4 from helper T cells, may be able to 
over-ride the powerfully tolerogenic signals from self 
antigen in these situations and break tolerance at this 
point. 

Only a subset of self antigens are nevertheless present 
in sufficient quantity in the thymus and bone marrow to 
trigger clonal deletion. There is simply not enough 
antigen to signal deletion for most clones which recognise 
antigens present in trace quantities in the circulation or 
which are restricted to other tissues, such as the 
pancreatic islets, the brain, or the thyroid, Other 
mechanisms normally ensure tolerance to these antigens. 

Clonal anergy 

Self antigens that are present in lesser amounts in the 
bone marrow or thymus, or that cluster antigen receptors 
less avldly a can signal repeatedly to B and T cells without 
attaining the threshold needed to trigger arrest and 
deaths 59 This constant "tickling" of antigen receptors by 
self antigens nevertheless transmits' tolerogenic signals, 
activating feedback mechanisms that render the cell more 
refractory or anergic to immunogenic antigen signals. 
Anergy mediates B cell tolerance to self DNA and 
chromatin, and CD4 T cell tolerance do systemic and 
organ-specitic antigens. In both B and T cells, anergy 
seems to involve a selective weakening of the connections 
between antigen receptors and the NFkB and JNK 
intracellular signalling pathways. Signalling through 
other intracellular pathways such aa NFAT remains 
intact, so that a different set of tolerogenic genes is 
induced and immunogenic ceil growth genes controlled 
by NFkB and JNK are not called into action. The 
weakening of connections to NFkB and JNK raises the 
threshold of immunogenic signalling needed to trip a self- 
reactive cell into mtdtiplication. In B celts, a sudden burst 
of very avid antigen receptor clustering, or strong signals 
from LPS ot GD40 a allow sufficient signalling to the 
NFkB pathway to break anergy and drive the cell growth 
cycle. 

Clomi cfetet/or? and regulation in peripheral lymphoid 
tissues 

In addition to anergy, a series of peripheral deletion 
mechanisms catch self-reactive cells that reach the 
spleen, lymph nodes, and other organs. 35 These 
peripheral tolerance checkpoints act by shortening 
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lymphocyte lijfepan,<inhibiu^ 
andr^c&ti!stion 3 -'or' causing rapioVceil deimMn.genin^ai 
centre* or liver*- Thcac pp.ripher^l^^^ , ^ r & 'for 'the' 




• thymus£r)c*e^ 

ofreguj^ " * * 

If n^prfan^ in individuals susceptible to type 1 
di abctcVarid'.ou^ ec ; ot^an-^pecific: diseases is simply one 
df^m^c^te^tol^gei^ signals- from the target self 
atttig^^tnen^deUve^ing more of these antigens in a 
tolexo^c^forin-is/.ai.rational strategy- Obviously, this 
apprx*diha$ the risk of mduemgautohnmuniry if the self 
QttOgenvis~:a>lh^red'T^n-an= immunogenic form in some 
individual^ either due to- the way the antigen is 
ptesenwda to presence of immunogenic costimiiH, or to 
presence of primed or memory lymphocytes that may be 
more refractory- to tolerogenic signals. A better 
understanding of the molecular integration of tolerogenic 
and immunogenic signals may be critical to the success of 
specific vaccines against diabetes and other autoimmune 



most part poorlylundecstood in biochemical terms, with 
the exception of - the peripheral ^elimination of 
autoreactive B and T 'cells- througjrthe Fas cell death 
patfcway>' WMW7 

Pathogenesis <rf autoimmune diseases 

How does autoimmune disease arise? Given the range of 
fielf-tolerance processes, and the difficult? eliciting or 
m am minin g aumimmune responses by deliberate means 
(for example in medical and veterinary efforts to achieve 
immunological contraception or castration), it is reason- 
able to ask how tolerance to one or more self antigens fails 
in many people. The reason is as yet unknown, except for 
the rare patients with inherited monogenic disorders such 
as ALPS and X-linked hyper-IgM. 

Most of the common autoimmune diseases also have 
an important inherited element; contributing as much as 
50% of the population risk, and particular types of 
autoimmune diseases thus cluster in families. This 
inherited susceptibility is nevertheless complex involving 
combinations of many different gene alleles. 39 The 
strongest contributions are made by particular haplotypes 
of the major histocompatibility complex (MHC) and 
specific HLA alleles within the MHC, whose product* 
present antigen peptides to T cells. Exactly how 
particular MHC alleles predispose to autoimmunity is 
not yet established, and one can hypothesise too much or 
too little presentation of particular antigens by products 
of suceptibie HLA alleles. Correlations between auto- 
immune susceptibility and many other chromosomal 
regions have been found in human beings and mice, but 
the complexity of the inheritance pattern has made it 
challenging to identify the non-MHC susceptibility 
genes. 

Four basic Muds of defect may potentially give rise to 
autoimmune diseases either alone or in combination. A 
central challenge for clinical immunology will be to 
define which of these faults actually applies for individual 
patients, since the nature of the deficit will determine the 
success or foilure of emerging therapeutic strategies. 

Insufficient tolerogenic signalling from antigen 
In order for deletion, anecgy, or regulation to be triggered 
by tolerogenic signalling through antigen receptors* a 
sufficient number of receptors must be engaged on self- 
reactive cells. Autoantigens that are only present in trace 
amounts in the lymphatic tissues will not achieve this 
signalling threshold on any but the very highest affinity 
clones. If the autoantigen is highly expressed in 
extralymphatic sites, as is the case for insulin, 
thyroglobulin, myelin proteins, skin basement proteins, 
and type 2 collagen, these concentrated depots of 
autoantigen rnight suddenly deliver an acute 
immunogenic stimulus to self-reactive cells that chance 
to migrate into-these sites, This situation seems to be the 
case for B cells and some CD8 T cdb. J, » tt For 
CD4 T cells recognising such antigens, there seems to be 
some autoantigen encountered in lymphatic sites that 
might induce anergy and regulatory cells." - 

Several susceptibility genes for type 1 diabetes may act 
by further diminishing this already limiting pathway 
for tolerogenic autoantigen presentation. Diabetes- 
susceptible MHC Class H alleles in human beings and 
mice seem leas efficient at presenting antigens, potentially 
explaining the heightened risk of autoimmunity in 
individuajs who are homozygous for these alleles. 4 * A 



Insufficient tolerogenic signals from autoantigen might 
also explain shortcomings of the immunosuppressive 
drugs, ddosporin and tacrolimus (FK506), These drugs 
block the caldum/<^cmeurnVNFAT signalling pathway- 
This pathway is continually activated by self antigen in 
anergic B and T cells, and is important for mducing 
tolerogenic costimuli on lymphocytes such as CD72 and 
FAS-L. Interference with these actively tolerogenic 
signals might explain the systemic autoimmune disorders 
that can occur after cessation of the drug, and might 
account for the inability to achieve long-term allograft 
acceptance with these agents.' The presence of 
circulating autoantibodies may compound autoimmunity 
in systemic lupus by blocking the presentation of 
tolerising autoantigens to B cells," 

Too much imunogenlo signalling from antfgen 
Sudden presentation of viral or bacterial antigen in a 
highly crosslinked, immunogenic form, and associated 
with immunogenic costimuli produced by the infection, 
can provoke immune responses from T or B cells that 
crossreact with the microbial antigen and a self antigen. 
In animal models, this route can activate ignorant T and 
B cell clones that,, through a combination of lower affinity 
receptors and limiting self-antigen presentation, had not 
received appreciable tolerogenic signals. 3 ** 40 ** 4 *" Moreover, 
if the immunogenic antigen stimulus is very strong, such 
as occurs with highly multimeric forms of antigen for 
B cells, the stimulus can overcome strongly tolerogenic 
antigen signals to break anexgy*^ 7 or over-ride clonal 
deletion/* Whereas a microbial trigger is postulated to be 
the cause of a number of common autoimmune diseases, 
perhaps the best established clinical example is the 
immunopathological damage of heart valves by 
antibodies that crossreact between valvular antigens and 
streptococcal Mprotdn. 

InterestingLyj the self-reactive components of 
crogsreactive responses are usually transient and lack 
memory in most experimental and practical situations in 
which tolerance is transiently broken by immunogenic 
delivery of self and foreign antigens. This phenomenon is 
a Iongatoding problem for medical and veterinary efforts 
to achieve immunocontraceptLon and immunocastratioti, 
in which the autoantibody titrea to pregnancy or sex 
hormones fall prematurely in the face of heightened thw 
m the foreign carrier proteins. Susceptibility to full-blown 
autoinMnune disease might therefore require that a 
erossreactive trigger be coupled with deficits in the 
tolerogenic costimuli that normally create an irunbitory 
feedback on self antigen responses. 
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dearest-' example* human autoimmune lympho- 
— . " pidSrtiMadMWi (AI^),, which «aufc fam 
partial, orcomplete deficiency * signalle d* death 

■-■ Septet FAS " Similarly, deficiency of CD40L in X- 

■ ■ linked hyper-IgM syndrome is commonly accompany 

^tofanmnne^ofdm mat might reflect the need for 

CiMOL to induce Fas on self-reactive B cdls." The . 

monogenic autoimmune disorders hsted above are 
clinically distinct from the common forms at 
autoimmune disease, but they illustrate the essential and 
' rum-redundant role of tolerogenic costimuli as brakes on 
autoimmunity. Common- autoimmune disorders 
probably arise &om collections of mote subtle gene 
variants that collectively diminish the same tolerogenic 
pathways. In support of this notion, the type 1 diabetes 
SeptibW Ben! in <he NOD mouse, ldd3, seems to be 
a variant form of IL-2 that may reduce the in-vrvo 
efficacy of this tolerogenic cosumulus." 

roo much immunogenic costimuli 
There are many artificially engineered animal models 
where overexpression of immunogenic costimuli 
predisposes to autoimmune disease. For example, mice 
mat overexpreas TNF«, B7.1, IL-2, or IL-4 on 
pancreatic islet p-cells are predispoaed to type I 
diabetes. 5 ' Cell death by necrosi^ releases antigens 
complexed with immunogenic cosnmuU, ™™wJk 
heat-shock proteins HSP70 and HSP96, and necrotic 
cells activate dendritic cells An 
tolerogenic immunogenic cosomuli might explain me 
iromunogenicity of dysplastic tumours that : we 
commonly manifested by the appearance of subchnical 
autoantibodies to turnout antigens and by paraneoptooc 
autoimmune syndromes. Along similar lines, die inability 
to clear dead cells or chromatin might provoke systemic 
lupus in people with complement CI q deficiency. 

Targets for current and future therapy ef 
autoimmune disease 

The unfolding of the human genome project will 
accelerate assembly of a molecular map of immunogenic 
and tolerogenic signalling pathways. Translating this 
knowledge into cures for common autoimmune diseases 
will involve researchers addressing two key challenges. 
First, we must develop ways to diagnose die underlying 
cause of autoimmune disease in individual patients. 
There is probably little to be gained by giving an 
exogenous source of tolerogenic cosomuli such as TGF- P 
or Fss-ligand to patients with an underlying problem 
further downstream in the receptors or jjjpat- 
transduction pathways for these molecules Methods for 
obtaining a genetic fingerprint of drousands of 
immunologically relevant genea will soon become 
available, and these might provide a way to shorfkt the 
Myogenic deficits in mdmduals. Connrmanon 
will probably require diagnostic biomarkm or specie 
assays for discrete immunogenic or tolerogenic pathways 
that can be done on blood samples. 

The second critical element ia development of protein 
or small molecule therapeutics that^ target critical 
pathways, either augmenting tolerogenic f dwayaw 
blocking immunogenic ones. Some of the ; best current 
agents for treating systemic autoimmune diseases, such 
as glucocorticoids, 'choloroqnine, .and gold compounds, 
seem to work by blocking the. Immunogenic NFkB 



pathway.? 11 - Improvements o^mese-agmta-deper^^^ 
' narrowing the action to sped&cisubsets^lyjRpb^^^ 
andffavddiiig"-- die -undeskaWeijo^ 
ghico.cotticoids. To cure fully developed automunumty, 
drug targets^wiU need. to come fiWundewtandir^hy ■ 

memoryiT andB cells are mote refractory to tojerogemc 

signals:; tad why they are less- dependent-n.upon •• 
immunogenic costimuli. • 

Engineered proteins and antibodies aimed at blockiog • 
specific immunogenic costimuli upstream of- NRsiS, 
notably antibodies against TNF« j a .-CD40I fl ?i.and.the ; ...- 
blockers of B7 Uganda of CD28, have shown great 
promise in mouse models and in clinical cnals as agents 
to treat rheumatoid arthritis or establish transplantation 
tolerance. These strategies may be most effective in 
individuals with healthy tolerogenic signalhttg, suchjas 
patients undergoing organ transplantation, where me 
underlying defect is known to be an 
immunogenic antigen and immunogenic cosomuli. hi 
this case, temporarily blocking the immunog^icjignals 
selectively should allow tolerogenic antigen and costimuli 
to establish an active, reinforcing state of tolerance that 
persists when blocking therapy is stopped. However, if 
inherited deScits in tolerogenic signalhng prevent 
restoration of tolerance during a brief window of blocking 
therapy, it will be necessary to continue the immunogenic 
blockers for long periods, even though there are many 
complications associated with long-term immuno- 

' 9U £^ctive notion is the idea of so-called negative 
vaccines; vaccines that could deliver specific antigens in a 
way that augments tolerogenic rather than immunogenic 
signalling. In animal models, delivering low amounts ^of 
antigen by the mucosal route, either ingested or nasally, 
can act as.a potent tolerogeu. This process might perhaps 
work by Unking the antigen with the tolerogenic 
costimulus, TGF-p, which features in mucosal immune 
responses."' 11 The first clinical trial of oral tolerance was 
unsuccessful, pointing to the need to understand better 
the mechanisms involved and to develop ways to achieve 
more reliable linkage between tolerogenic antigen i and 
suitable tolerogenic costimuh. Likewise, rational 
molecular strategies are needed to improve die success 
rate of empirical regimes for desensitising allergic 
reactions to pollens and venoms and to restore tolerance 
to blood products such as dotting fectorVHI. 

The one shining example of a successful tolerogenic 
vaccine is the prevention of erythroblastosis fetaha m 
Rh-antigen incompatible pregnancies by giving small 
smounttofanti-EhD antibody. The antibody - converts an 
immunogen (fetal red cells) into a tolerogen by reennnng 
a tolerogenic costimulus, FcyRZb. The wide su£Ce»and 
cost-benefit of this simple method is an example of how it 
Should become possible to shift the balance back towards 
imce in an antigen specific way for many 
autoimmune diseases. The key lies in understanding the 
molecular interplay between mimutiogeruc and 
tolerogenic pathways and having a way to forge die 
desired tolerogenic connections in specific lymphocyte 
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Oral tolerance and inflammatory bowel disease 

Thomas A. Kraus a and Lloyd Mayer b 



se of review 

tolerance refers to the ability of the mucosai immune 
: system to actively inhibit systemic immune responses to fed 
! antigens. Recently, clinical trials have used oral tolerance 
[ as a therapy for certain chronic inflammatory and \ 
| autoimmune diseases such as multiple sclerosis and type I 
; diabetes. Inflammatory bowel disease is now widely 
i thought to be caused by the breakdown of oral tolerance 
: through a combination of genetic and environmental 
j factors, Therefore, it seems incongruous that clinicians 
I would try to use oral tolerance therapy to alleviate the 
j symptoms of inflammatory bowel disease. Yet, armed with 
j : the results of select animal models, trials have begun for oral 
; tolerance therapy for Crohn's disease. This review will 
I outline the recent advances in understanding oral tolerance, 
! explore the relation between oral tolerance and inflammatory 
r bowel disease, and comment on the likelihood of successful : : 

oral, tolerance- therapy for inflammatory bowel disease. 
■ Recent findings " ' 

; The results of an oral tolerance trial in Crohn's disease 
| patients in Israel have shown some promising results, 
: whereas the results;of studies of experimentally induced .,; ; 
\ oral tolerance in patients with inflammatory bbwei disease.:-:; 
; from the authors 1 laboratory have shown that feeding a 




| The fundamental difference ^ the mechanisms of oral 

\ tolerance in mice and humans requires a more focused ..- = 

; effort to understand the human mucosal immune system 

! before oral tolerance therapy for autoimmune and chronic 

i inflammatory disorders reaches its full potential. 

, inflammatory bowel disease, 
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Introduction 

Recent studies in both mouse models and human tissues 
have suggested that inflammatory bowel disease (IBD) is 
a consequence of the breakdown of normal mucosal toler- 
ance. IBD patients have elevated serum antibodies against 
dietary antigens [ i] , Tolerance to normal flora seems to be 
broken in IBD patients, which suggests active, not sup- 
pressed, immune responses against luminal antigens 
[ 2-4] , Therefore, the study of oral tolerance can have a sig- 
nificant clinical impact on IBD management. Although 
the role of CD4* Tcells in the mechanism of murine oral 
tolerance has been well defined, the contributions of 
CD8 + Tcells, dendritic cells, and other cell types are cur- 
rently being elucidated. Furthermore, no understanding of 
the mechanism of oral tolerance in humans exists. Recent 
work from Rescigno's [5**] lab has implicated an intestinal 
epithelial cell-derived cytokine that drives the mucosal 
dendritic cells to secrete antiinflammatory cytokines, con- 
tributing to the state of controlled inflammation that is 
the hallmark of the normal bowel. This cytokine was 
reduced or absent in intestinal epithelial cells (lECs) from 
five of seven Crohrfs disease patients. Our laboratory [6,7] 
has published studies showing the absence of a molecule 
called gpl80 from the epithelial cells of IBD patients and 
that experimental oral tolerance, in both Crohn's disease 
patients and ulcerative colitis patients in remission, could 
not be achieved. 

These works highlight the relation between oral toler- 
ance> intestinal homeostasis (controlled inflammation), 
and IBD and may give further insight into the mechanisms 
of each* 

Oral tolerance 

The term 'oral tolerance' refers to the active nonresponse 
to dietary antigens and commensal enteric bacteria or sub- 
stances administered orally. Given that the systemic immune 
system must discriminate between self and non-self, 
the mucosal immune system must discriminate between 
potentially harmful pathogens and harmless luminal anti- 
gens. It has been suggested that the failure to do this 
results in food allergies and specific food intolerance such 
as celiac disease (response against food antigens) and 
Crohn's disease (response against bacterial flora) [8,9]. 
The mechanisms of oral tolerance induction have been 
extensively studied in murine systems. Repeated low-dose 
feeding results in a Tceltanedlated suppression of immune 
responses. Multiple subtypes of regulatory Tcells have been 
identified that involve the secretion of interleukin-10, 
interleukin-4, and transforming growth factor-)} [10-12]* 
A single high-dose feeding results in T cell anergy or 
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deletion [13]. Aside from what is known about experimen- 
tally induced oral tolerance, there are many other properties 
of the gut-associated lymphoid tissue that contribute to 
intestinal homeostasis and the generally suppressive nature 
of the mucosal immune system. 

Regulatory CD84-T Cells in oral tolerance and 
inflammatory bowel disease 

Although experimental oral tolerance does not require the 
presence of CD8* T cells, other studies show that CD8* 
Tcells can have a suppressor phenotype [14-1 8] . We have 
shown that coculturing CD8 + Tcells with IECs gives rise 
to a population of CDS* cells with a suppressor cell phe- 
notype [6]. This does not occur in cocultures with IECs 
of IBD patients. Recently, we have shown that there is an 
oligoclonal expansion of regulatory CDS* Tcells following 
coculture with normal IECs and that these cells are defi- 
cient in IBD patients [19,20] /Because CD8 + Tcells were 
shown to be unnecessary in experimental oral tolerance in 
murine systems, this might be a fundamental difference in 
the mechanism of human and murine oral tolerance [14]. 

Dendritic cells 

Recently, progress has been made in understanding the 
role of dendritic cells in mucosal tolerance. One of the 
first suggestions that dendritic cells play a role in toler- 
ance was the use of Flt3 ligand in mouse mode ls of oral 
tolerance induction [21]* In this model, a concurrent 
increase in dendritic cell populations in the intestine 
and experimental oral tolerance was observed, It. was later 
shown that dendritic cells could express tight junction 
proteins and intercalculate their dendrites between intes- 
tinal epithelial cells to sample luminal antigens without 
perturbing the mucosal barrier [22]. Furthermore, intesti- 
nal dendritic cells contain components of commensal bac- 
teria (23*], Investigators have now identified an 1BC- 
secreted cytokine, thymic stromal lymphopoietin, that 
matures dendritic cells into 'mucosal dendritic cells' that 
secrete interleukin-10, not interleukin-12, and help pro- 
mote Th2 maturation [5**]. Interestingly, in a small sur- 
vey of Crohn's disease patients, five of seven patients 
had undetectable amounts of this cytokine. Although 
the exact significance of this result is unknown, it does 
suggest that dendritic cells might play an important role 
in human oral tolerance and, by inference, IBD. 

Pathogen recognition in the gut 

Familial patterns of IBD suggest that there is a strong 
generic component. In a genome-wide screen, genetic link- 
age analyses implicated NOD2 as a predisposing genetic 
factor in Crohn's disease [24,25], N0D2 has been identi- 
fied as a pathogen recognition molecule; N0D2 recognizes 
a specific motif of bacterial peptidoglycan, mummy! dipep- 
tide [26-28], Interestingly, A r 02)£-deficient mice are sus- 
ceptible to bacterial infection exclusively by the oral route. 
It has been recently shown that N0D2 is required for 



the expression of a subgroup of intestinal antimicrobial 
peptides known as cryptdins [29 M ]. The NOD2 mutations 
that are found in Crohn's patients are generally loss-of- 
function mutations, implying that for some patients with 
Crohn's disease, at least, the initial defect might be the 
lack the production of these defensins. Gain-of-function 
mutations also exist, however; these polymorphisms result 
in constitutive ligand-independent nuclear factor-KB activ- 
ity, which results in uncontrolled inflammation. 

NOD2 is not the only clue that bacterial recognition might 
trigger colonic inflammation. The lipopolysacchari de- 
recognizing toll like receptor-4 has been shown to be over- 
expressed in the gastrointestinal tract in patients with 
Crohn's disease and ulcerative colitis and in models of 
murine colitis [30,31]. The recent findings of these bacte- 
rial recognition defects and their association to human dis- 
ease are further evidence that IBD might be caused by a 
lack of suppression or tolerance to gut microflora [32"], 

Oral tolerance therapy in .mouse models of 
human disease 

Aside from understanding the mechanisms involved in 
mucosal tolerance, the idea that oral tolerance could be 
used to downregulate unwanted immune responses has 
been gaining popularity* In 1986, the first study was pub- 
lished showing that feeding soluble collagen to mice could 
inhibit collagen-induced arthritis [33], Soon after that, 
other workers used a similar approach to inhibit other 
murine disease models such as experimental autoimmune 
encephalomyelitis, the model for multiple sclerosis, as 
well as models for rheumatoid arthritis, tissue graft rejec- 
tion, autoimmune uveitis, and type I diabetes [34-40], 
Generally, both prophylactic and therapeutic approaches 
for disease intervention have been very effective. 

In studies of oral tolerance therapy for murine colitis, 
colonic proteins were fed to mice after trinitrobenzene sul- 
fonic acid-induced colitis [41,42]* In this model, trinitro- 
benzene sulfonic acid is intnirectally administered to a 
C57/BL10 or SJL/J mouse [43]. The resulting colitis resem- 
bles the transmural lesions seen in Crohn's disease and is 
attributed to an interleukin-12-induced T H 1 response [44], 
One possible significant difference between this model 
and human IBD is that this mouse strain can be tolerized 
to fed antigens. As mentioned below, studies from our lab- 
oratory suggest that IBD patients cannot become orally 
tolerized to fed antigens. Therefore, it might be more rea- 
sonable to expect an oral tolerance response to fed antigens, 
even colonic proteins, in these mice than in IBD patients. 

Oral tolerance in humans 

Armed with the effective use of oral tolerance in mouse 
models of inflammatory and autoimmune diseases, inves- 
tigators started similar trials in humans/ Unfortunately, 
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the data on the whole do doc $how particular efficacy 
[45,46], 

The reasons why oral tolerance therapy in humans is not as 
successful as in mice are unclear. Ir is possible that the oral 
tolerance response in humans, using the doses and feeding 
schedule used in the trials, is not optimal The optimal oral 
tolerance response in humans has not yet been fully 
explored. The first published study showed that repeated 
feeding of 50 mg of keyhole limpet hemocyanin (KLH), a 
neoantigen, resulted in a downregulation of Tcell responses 
to subsequent subcutaneous administration of the antigen 
[47]. In contrast to murine oral tolerance, B cell responses 
were not inhibited. This study suggested that although 
the phenomenon of oral tolerance might be shared between 
species, the mechanisms of tolerance seem to differ. 

Our laboratory has previously shown that epithelial cells 
from both involved as well as uninvolved mucosa of I BD 
patients lack a molecule called gplSO that is normally 
expressed on TEGs and trophoblasts and has been found 
to bind to CDS and associate with CDld [7,48], This 
complex interacts with the TcR/CD8 coreceptor complex 
on regulator T cells {49}. To see whether gplSO is nee- 
essary for oral tolerance induction, we performed the 
human oral tolerance protocol in 16 patients with Crohn's 
disease and ulcerative colitis and more than 30 normal 
control individuals [SO*]* We first found the lowest dose 
of KLH required for effective oral tolerance (50 mg) in 
normal control individuals before conducting our study. 
We found that whereas all the normal control subjects 
tolerized, 6 of 8 Crohn's disease patients and 7 of 8 ulcer- 
ative, colitis patients did not tolerize to KLH. In fact, 
given that Tcell responses increased even after the feed- 
ing alone, i t seemed that feeding the antigen primed the 
systemic immune response in the ulcerative colitis 
patients. We concluded that patients with IBD seem to 
have defective oral tolerance responses and that this cor- 
relates with the lack of gp!80 expression. 

Both Crohn's disease and ulcerative colitis seem to have 
generic determinants, Crohn's disease being more closely 
associated with genetic factors than ulcerative colitis [51], 
Therefore, we also studied the oral tolerance responses of 
nonaffected family members from multiplex IBD families. 
In this study, 5 of 14 nonaffected family members also did 
not tolerize to KLH, suggesting that some of these family 
members might carry the genetic determinant for the loss 
of tolerance but did not experience IBD [52], Either they 
lack exposure to an environmental factor or they lack another 
contributing genetic, factor for the development of IBD, 

These studies suggest that oral tolerance therapy for IBD 
would not be effective; however, in the preliminary studies 
to date, the results were more promising than other oral tol- 
erance therapeutic trials. Ilan [53*] headed a study with 



ENZO Biochem in Israel in which 10 Crohn's disease 
patients with Crohn's disease activity index (CDAI) scores 
between 200 and 350 were selected and underwent colo- 
noscopies wherein colonic material underwent biopsy and 
the specimens were prepared for their own orally fed anti- 
genic preparation. After a 16-week treatment of three feed- 
ings a week, a median decrease in the CDAI of 129 after 
14 weeks was observed, although the score did rise again 
after treatment ended. Subsets of patients had a reduction 
of interferon-y-secreting peripheral blood T ceils specific 
for the fed colonic preparation* an increase of peripheral 
natural killer T cells, and increases in serum interleukin-4 
and interleukin-lO levels. Further multicenter trials are 
pending from this company 

Conclusion 

The gastrointestinal tract uses a profound system of toler- 
ance and controlled inflammation to limit the response to 
innocuous dietary or bacteria-derived antigens in the gut. 
When this complex system breaks down, either by a chem- 
ical or pathogenic insult, a genetic disturbance, or both, 
the resulting immune response leads to colitis in mice 
or IBD in humans. 

In a competent mucosal immune system, oral tolerance 
has been successfully used in laboratories to prevent or to 
treat mice with a variety of experimental autoimmune dis- 
orders with the hope of someday applying this therapy to 
human disease; however, there seem to be fundamental dif- 
ferences in the mechanisms underlying mouse and human 
oral tolerance. These differences might partially explain 
why experimentally induced tolerance is less effective in 
humans than in mouse models, and why human trials of oral 
tolerance therapy for inflammatory and autoimmune disor- 
ders are less successful than oral tolerance therapy in mouse 
models* 

Using oral tolerance therapy for IBD is complicated fur- 
ther by the fact that the mucosal immune system is 
already compromised. Statistical analyses of familial inher- 
itance patterns suggest that IBD is a multigenetic disor- 
der. If this is true, then the same nonfunctional or partially 
effective mucosal immune system that led to IBD is still 
defective in terms of an ability to tolerize. Indeed, studies 
from our laboratory suggest that the same protocol that 
results in oral tolerance in control individuals leads instead 
to an activation of the immune system in IBD patients. 
These results suggest that oral tolerance therapy would 
be ineffective in IBD patients. It is possible, however, that 
oral tolerance responses to neoantigens are different from 
those to self-antigens, commensal bacterially derived anti- 
gens, or both. Alternatively, the dose and regimen of feed- 
ing could lead to differing results. 

With a greater understanding of the mechanisms gov- 
erning the responses of the human mucosal immune 
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sy$tem and oral tolerance will come greater hope for effec- 
tive treatment of 1BD and other inflammatory and auto- 
immune disorders. 
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In Tram T Cell Tolerance Dimimshes Autoantibody Eesponses 
ajil ftj^cei^ates feperimental Allergic fekiee^ 

J, Jeremiah Bell Rohit IX Divekar** Jason S. Ellis,* Jason A, Cascio^ Cara L, Haymaker^ 
RenuJ^n^ Danielle M Tartar* (Mristine li- Hoeman,* John Hardaway,* 
and Habib Zagftouani 3 ^ 

A number of Ag-specifle approaches? have been developed that ameliorate experimental a Hergle encephalomyelitis (EAE), an 
anting 

justifying the Search fur mure insight into the mechanism underlying restoration of svlf-ioierance. Ig-proicotipid protein (PLP) 1 
;a»J ig*myeiin olig«^e^droeyie gly^rotem $Vl^^are ig eidmera3 carrying the eocephaHtogcii ic PLP 139-151 and IVK>£ 35-^5- 
amino acid ^cj uencc, ; r^ecliVMyv '.Ig-FjJi • ametiOTates EAE in SJL/J (H-2-) mice while Jg-MOO modulates the disease In 
€S7BM(H-2^ annals, In ^ EAE in K, mice expressing both parental 

^Hd : aliefe and representing a polymorphism with mpre^reley^ 

modulates both PLPl and MOO peptide*iaduced EAE in the F, mice, whereas Ig-PLFl counters? PLPl EAE hut exacerhates 
MOG-induced disease* This la frtift* aggravatioit of MOG EAE 'by Ig-PLPl operaies ihrough ittduciion of PLPl-%eciBc T ceils 
producing IL-S that sustained inhibition of MOG-specific Abs leading to exacerbation of EAE. Thus, in trans T celt tolerance, 
which should be operative In polymorphic systems, can aggravate rather than ameliorate autoimmunity; This phenomenon 
possibly takes place through interference with protective humoral immunity,. The journal of Immunohgy, 2008, ISOl 1508-1516% 



Antigen-specific therapy has become an attractive ap 
prsaeh im the trealmeM of autoimmune diseases be- 
o)*us& it spe^iieally targets the re^>ou^ a^ociated with 
thl pathdlpgy of the disease, avoiding liiajpr :sifl#;.i^s*3rt3S.:.Cl * ■■ 3S) ¥ 
Many approaches have proven effective against experimental al- 
lergic encephalomyelitis (EAE); 1 but a very limited number of 
these have efficiently translated into therapies for human multiple 
sclerosis (MS) and have had only partial effects {% 3). 

Delivery, of A& on Ig has proven to be promising against T 
ce^mediated' atdoUnmunily including OAli and type I diabetes 
(4-7). Indeed, it has been shown that Ig-proteolipid protein 1 
(PLPl), an Ig~encompassing PLP1 peptide corresponding to amino 
acid sequence 139-151 of PLF (8). is elective against the relapses 
of EAE (4)* Upon aggregation, however, Ig-PLPl was able to 
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cross4ink Fc^R$ and induce the production of mipjp^ssive cyto- 
kines sucli i\s ILA0 by APCs (4. 8). Consequently, a^rcgafed 
(i^g) I^Pl wasiell^c^ the- IniiW «eyercr pl&m 

of PLl^l-induced cilsea^ as i>vei 1 as In suppressing the relapses (4)» 
Addittonaliy, agg Ig-PLPl was able to reverse EAE induced in 
SJL/J mice by a CHS hoinogenate, which contains multiple en- 
c^hali^^ ftflllpfcirwm of philo- 

logical responses (5). The aj^proach was not restricted to Ig-PLIM 
because a«g l^inyeliti oitgedendrocyte glycoprotein (MOG), an 
Ig*ehcoirujassing MOG 35-55 peptide, was also able to induce 
1L-10 production by APCs, display bystander suppression, and re- 
verse CN$ bomogenate-indticed EAE in C57BL/6 inice (5). These 
obgervatlens mggm that the Ig delivery approach may have po- 
tential for use \xnder circumstances involving complex MHC poly- 
morphism and diverse T cell specificities. To test these premises, 
we sought to examine the therapeutic etllcacy of agg Ig-PLPi and 
Fg*MOG in a setting with more relevance for human MS. Accotd- 
in^ly, Ig-PLPi and Ig-MOG were used to treat EAE in F t mice 
bred from crossing SJL/J and Ci5?Bi/6 mice, two genetically dis- 
tinct parental strains hi which die chiineras w^teable to reverse the 
disease, Because these mice would have a mone coinplex M11C 
haplotype than their patents, they might give clues to define reg- 
imens that would be beneficial for therapy of human autoimmu- 
nity. Here, it is shown that both lg~PLPi mi I&-MQQ are effective 
against CMS homogemde4nduced BAE in (SSL X B'iO.PDFj 
mice. However, (SJL X C51BU6)V t animals were resistant to 
treatment with either chimera. Interestingly, when Ig-MOG was 
used to Km ]?eptide4nduced EAE in die (SJL X C57BL/6)F 3 
mice, it showed efficacy against both PLPI- and MOG -induced 
EAE. However, Ig-PLPt was effective at suppressing PLPI -in- 
duced disease but exacerbated MCXKmdueed EAE, Evidence is 
provided indicating that exacerbation of disease by Ig-PLPl is sus- 
tained by PLPl-reactive lymphocytes, Indeed^ upon induction of 
EAE by MOG peptide and treatment with Ig-PLPi* T ceils specific 
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for PLP1 peptide produced IL-5 cytokine whidi Inhibited AM pro* 
duoUori of MOQ^p^M'Ab^. leading WmM^nlMm ihm 
ajnclipvalio^ of BAB. Thus, T cell (oleraoce thai sus&toi ameiio> 
ration of EAB in inbred infce evolved to negate projective: htunorat 
immunity in the more polymorphic- mice and aggravates 
autoimmunity* 

Materials and Methods 

Animals 

SJUJ (H-A C57BI76 (11-2*% and B10.PL mim were purcteed 
from Hie Jackson laboratory* F, (S3M X C57BL/S) and (SJ1/J X 
B10,PL) mice were generated by breeding/mate SJL/J to female C57BL/6 
and B10.PU respectively. All mice were maintained in our animal care 
facility for the duration of the experiment All experimental procedures 
were performed according to (he guidelines of the institutional animal care 
committee. 

Antigens 

Peptutes. The peptides used in this studv ware purchased from Metabion 
and were WW purified to >90% purity, PL? I peptide (BSLGKWUM 
PDKP) encompasses amino add residues 139-151 of PLP and is encejp^ 
autogenic in SUM mice (0). MOO peptide (MEVGWYRSPPSRVVH 
LYRNGK), encompassing amino acid residues 35-55 of MOG, k 
encephalitogenic in C57BL/0 and BiO.PL mice (10), PLP2 peptide (NT 
WlTCQSlApf^R) comprising amino acid residue* 17M91 of PLP is 
also encephalitogemc in the SIL/J mouse (11). Myelin basic protein 3 
(MBP3) peptide (VHi^KNtVTPRTP) wespomi* to amino add residues 
of MBP and is emxphalkoeenic in the SJL/J mouse (12). PLP-LR 
<BS LGKLLORPDKf^ is a mutant form of PLP1 In which Trp* 44 and 
His 147 were replaced with Leu and Arg, respectively, and serves as an 
antagonist to PLP I (13). Influenza vJru;? hemagglutinin (HA) amino 
neid residues 110-120 peptide (SMtPBlPPKi) was used as a negative 
control (4), 

CNS hwnogemte. Fifty frozen unshipped rat brains (Pelfreez Biologi- 
cal*) were homogenized in PBS using a Waring blender and adjusted to 
300 mg/ml with PBS (4, 5). 

Ig chimera*. Ig-PLPl chimera, harboring PLPl peptide within the H 
ej&m QQWi tm \$$$i$®m & ; be .effective MB wheniirjeeiei 

into mice in saline (14). .Similarly, Ig-MOG limbering MOG 35-55 peptide 
(5X Ig-MBP3 catrymg MBP##(15). and fe&Xl euetmipassiug 
•piPWM^l 06), have been shown to function :as tolerogens when given 
to mice withcHit adjuvant (4, 5, 15, 16% fg-PLP*LR, wiiich incorporates 
PLP-LR altered peptide, functions as an antagonist for PLPl -specific T 
cells (14). AH ig chimeras have, like Ig~PLPl, had the peptide of interest 
insetted within the H cham CDR3 region and were constructed using the 
genes coding for the lgG2b t h ant*-arsonate Ab 9 \ A3 as described previ- 
ously (14). In brief, the D segment was deleted from die CDR3 of the B 
chain V region and replaced with a nucleotide sequence that codes for the 
peptide using mutagenesis procedures similar to those described for the 
generation of Ig-PLP 1 (1 4). 1 be resulting 9 1 A3-peptide eliimerie IgG2b II 
chain was cotransfected with the parental 9IA3k chain into the non4g- 
producing SP2/0 myeloma B cell line, and the iransfecioma cells producing 
complete Ig-PLPI were selected with drugs as described previously (14), 
Tiansfection, cloning, sequencing, and purification, procedures for Ig- 
MOG, Ig-MBP3, Ig-PLP* and Jg~Pt>LR are similar to those used for 
lg-PLPl (5-8, 14). 

Aggregation of the Ig chimeras 

Th$ chimeras were aggregated by precipitation with 50%-saturated 
(N T H 4 )2S0 4 as has been previously described (4). Because all chimeras are 
derived from die same Ig backbone and thereby comprise identical IgG2h 
isotypes, their Fe-asseciated functions will be similar, 

Induction and scaring afBAE 

Induction of EAB has been described previously (4, 5), Briefly, mice 
(6-8 wk old) were induced for RAEhy s»c. injection in the footpads and 
at the base of the limbs with a 200-/4 IPA/PBS (v/v) solution contain- 
ing 6" mg of CNS homogenate, 100 m of PLPl, or 300 #g of MOG, 
along with 200 jig of Mycobacterium tuberculosis H37Ra (Difco Lab- 
oratories). Six hours later, the mice were given Lv. either 200 (SJL/J X 
B10.PL) or 500 ($}U) X C51BJJ6) ng of purified Uordeteila pertussis 
toxin (list Biological Laboratories). A second injection of & pertussis 
toxin was given after 48 li. Hie mice were then scomd daily for clinical 
signs of BAB as fol lows: 0, no clinical score; 1 > loss of tall lone; % hind 



limb weakness; $, hind, limb paralysis; 4, forelimb paralysis; and 5,, 
treaMetxt oj EAB 

ikntUnl imtmmt re^imm Mice were treated three times, 4 days 
apart with 300 p.$ of ngg Ig chimeras at the first observation of clinical 
signs as described previously (4, 5), Typically, the treatments were 
given on days 13, X% 21 postdisease induction by ip. injection unless 
indicated otherwise* 

Extended treatment rcghtmu In some experiments the F, (SJUJ X 
C570I/0) tnice received a prolonged treatment regimen consisting of 300 
/if of agg ig chimeras at the first observation of elinicai siga? and then 
ever>' 4 days for the duration of the observation period. 

In vivo antagonism of PLP J -specific T cells 

In some experiments, antagonism of PLPl-specific T cells was conducted 
duri ng treatment with agg Jg-PLPL In tlus case, the mice were induced for 
BAB with MOO peptide and treated three times, 4 days apart with a mix- 
ture of 300 ^g of agg tg-PLPl and 300 ^g of agg Ig-PLP-LR at (he first 
observation of clinical sls^m as described above> 

In other experiments, antagonism of PLPl-sjiecific T cells was con- 
ducted before induction of EAB or treatment with agg Ig-PLPL Ac* 
cordingly, the mice were given .soluble (non aggregated) ig-PLP~LR on 
days ~10,. *=6 ? and —3 before induction of EAB with MOG peptide. 
Soluble Ig-PLP- LR was used instead of agg Ig-PLP-LR because this 
form has been shown to antagoni&e PLPi-specMc T cells (S, 14) and 
does not induce the production of IL40 by APCs which could down- 
regulate unrelated 7' cells by bystander suppression. When the signs of 
EAB were apparent, the mice were treated with agg Ig-PLPl according 
to the standard regimen. 

Detection o/IFN-y andll-5 by EIJSA 

KLISA was performed according to BD Pharmingen standard protocol* 
The capture Abs were as follows: fat anti-mouse IPN-y, R4-6A2 and rat 
anti-mouse IL~5, TRFK-5. The bioimylated anUVeytoicine Abs were rat 
anti-mouse IPls^-y, XMGL2, and rat anti-mouse IL-5, TRFK«4. lite 
OD^ 05 was read on a SpeetraMAX 190 counter (Molecular Devices) and 
analysed using SOFfmax PRC) 3, L 3 software. Graded amounts of re- 
coml5inant movise lFN~y and H^5 (BD pharnxingen) were included for 
construction of a standard curve. Hie cytokine concentration in culture 
supernatants was extrapolated from the linear portion of the. standard 
curve, 

Inhibition of IFN-y production by anti-CD4 Ah 

F, (SJUJ x C57BLA>) mice were induced for BAH with MOO peptide and 
treated with agg ig-PLPI according to the standard treatment regimen. The 
spleen (SP) and lymph node (LH) and- MOG IFN-v responses were then 
analyzed 3 days after the final treatment. Accordingly, SP or LN cells (t X 
10^ cells/well/100 fil) were stimulated with 30 /xg/ml MOG peptide (50 
/xl/well) and 20 ftg/ml (50 ^1/vveli) of antf»CD4 (clone OKL5), anti-CDS 
(clone 53-6.7)> or anti*H-2D b (clone 2B-14-8) Ab. For the combination of 
auti-CDB plus nntMi'2D b , 20 /xg/ml of each was added. Rat IgO and 
mouse JgG were included a5 controls for Abs in matching doses. Cell 
cultures were incubated for 24 h at VX n after which culture supernatajits 
were tmnsfened to a»ti~fFN^eoatcd plates and c>1okiue was detected by 
EL1SA as indicated above. 

Detection of MQG-specific Abs by EIJSA 

For detection of anti-MOG Abs in the serum of MOG/BAB mice treated 
with agg Ig-PLPL BUSA was used according to the following protocol 
Fifty microliters of 0.1 M bicarbonate bufter containing 7 /xg/ml MOG 
peptide was coated into %- well plates and incubated overnight at 4°C The 
plates were than washed and saturated with PBS-3% BSA» Subsequently, 
serial dilutions of serum were added and incubated overnight at 4 *C Total 
auii-MOG Abs were detected using anti-K and anu*-nK>use Ig coupled to 
HRP from the Southern Biotechnology Associates clonotyping kit accord- 
ing to the manufacturer' s instmeibns. dm and subclass isotypjng were 
performed in a similar manner using anti-IgGL 4$G2& and 2b. -lgG3, 
4gM, -JgA obtained from the Southern Biotechnology Associates 
clonotyping kit. 

Statistical analysis 

Statistical significance comparing BAE disease curve? was analyzed by 
two-way nuxed model ANOVA test using GraphPad Prism software 
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Days Post Disease Induction 

FJOIJRK h Treatment of CNS lioroogmte-indueed BAB in ge Helically 
distinct Fj mice with Ig chimeras shows differential efficacy. Croups of 6* 
to grwfc-pW (SJL X B10-PP (A~€) or (SJL X C57B3U6) (Z>~*) F, mice 
were induced for BAB by s.c. injections of 6 mg of CNS homo&eaate along 
with 200 jig of H37Rft in a 200*jul jnupensfon of FBS/IFA (v/v), When tfip 
clinical signs of BAE became evident (loss of tail tone), the mice were then 
treated i.p. with 300 of agg frPUPl (# aad Eh agg Ifr-MOti (C and FX 
or control agg fe-W (A /» three times at -4-day intervals, lite animals 
were then scored daily for the indiaUed period of time. 



(Gfajhfad Software),; %niftcance -is indicated as p seines in coriespond- 
highly significant, 

Results 

# £$$0)^ mice 

Reports indicated --that agg lg*FLpl (14) and I|-M0G (5) can re- 
verse homogeuate-induced BAE involving diverse T cell 
specifidiies (4> 5} The mechanism und0rtyin& such efecUveness 
likely involves cytoMiie-medialed bystander suppression along 
with minimal costamulation (4 ? 5, 8)* Because the previous studies 
were conducted in inbred animals with restricted MHC haplotypes, 
we sought to test the IgrttiyeKn system in a more polymorphic 
animal models which would be more relevant to human ciroum* 
stances. As such, we generated two types of P 1 mice, an {£> JL/Jf X 
B.10JPL) «ttd an (SJL/J X C57BL/6)I\ strain, and tested the agg 
Ig-myeltn chimeras for suppression of BAE Accordingly, the Fj 
femal| mice were induced for EAB with CNS homogenate, and 
when the corneal signs of disease became apparent, the animals 
wre given . three injections of 300 p& of aggig»PfcPl or a^g Ig- 
MQG in saline at 4-day intervals and assessed for reduction in 
disease seventy, Control mice were gi ven agg !g«VV\ the parental 
Ig backbone without any peptide Insert. Fig. i shows that in the 
(SJL/J X B10.PL)F, mice, those treated with agg Ig~W, similar to 
untreated animals, had a severe chronic form of BAB, while both 
agg lg*PLPl* and agg Ig-MOG-treated animals had mild clinical 
signs of BAE (Fig. 1, upper panels). In contrast, in the (SJL/J X 
C57BL/6) F } mice, while the CNS homogenate injection induced 
a milder monopbasic fonn of EAB, the treatment with either agg 
Ig*PLPi, or agg Ig*MO0, had no significant eflect in modulating 
disease (Fig. 1, lower pawls). These results indicate that the ability 
of agg Ig-myelin chimeras to treat CNS homogenate-induced EAE 
depends on the genetic make up of the Fj mice and, probably, the 
resulting dominant epitopes. 



UNEVEN THERAPY OF EAB IN MICE 



PLP1 EAE 




naya £0*1 J}{^& induction 

FIGURE 2, Agg Ig-PLPl treatment exacerbates MOG peptfdedadaced 
EAE in S)h X C57BL/6 P, mice. Groups (six to eight mice per group) of 
6- to 8-wk-oid (SJL X C57BU6)Fj mice were induced for HAH by s.c. 
mjections of 200 jd of PBS/IPA <y/v) containing 200 jtg of H37Ra and 
eilher (A Ahd #) im> ^g of PLPl peptide or (C and D) 300 jxg of MQG 
|>eptide> The mice were treated three times every 4 days with 300 /x| of 
'ei.th.cr agg Ig+PLPi (A fcwl" '&) tx$$$igM^ 7 (B*ti$ 6) beginning at the 
^ir^',6bsem^iOtti•^^cHhicatj i^inptc^ (day- 1 and scored daily for the 
jiifUeased peri^^ left Mntreated (NlX^ior 

comparison purposes. % Values of p < 0,05 as determined by two- way 
ANOVA described in Materials ami Methods, 



peptide exacerbate their disease when treated with a$g 
I$-PLN bm nm a«g 10100 

Because both agg Ig treatments wef<j able to' suppress CNS homo- 
genate-taduced EAE in the (SJL/J X B10.PL) but not in the 
(SJL X €57BL/6)F| mice, we sought to determine whether similar 
effects would occur when the disease is induced by a single, rather 
tot multiple, detenniuant(s). Aecordingty, (SJL/J X C57BL/0)F A 
mice were induced for 0AE with either PLP1 (SJL/J-restricted) or 
MOG (C57BL/6-restrieted) peptide and each disease (designated 
PLP1/BAE and SMOG/OAE, resi>ectively) .was treated with either 
agg Ig-PLPl or agg Ig-MOG, As can be seen in Fig, 2> animals 
with ongoing PLP17BAB redoced the severity of their disease 
when treated with either agg Ig-PLPl or agg igMOQ {upper pan- 
els)* ]n feet, amWted injce with pngoin^ PLP1/EAB showed! a 
mean maximal disease severity score of 3,2 £ 0.8 ami did not 
recover during the $0-day tnontioring period (Table I), However, 
mice which were treated with agg Ig-PLPl recovered by day 37 
[x>stdisease induction and exhibited a mean maximal clinical se- 
verity of L8 ± 0.4, Also, the agg Ig-MOG-tre«ted animals recov- 
ered by day 33 with a mean maximal disease severity score of 
%H it 0,8. In contrast, mice induced for EAE with MOG peptide 
showed a signiiJcani reduction in disease severity when treated 
with agg fg-MOG, but those treated with agg Ig-PLPl had a pro- 
nounced exacerbation of the disease relative to untreated control 
animals (lower panels). The untreated animals with ongoing 
MGG/EAB had a mean maximal severity of 2.3 ± 0.5 and recov- 
ered by day 27, When the disease was treated with agg Ig-MOG, 
the animals showed a mean maximal disease severity of 1.3 ± 0.5 
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Nil 


11,1 ±1.0 


23 ± 0.5 


27 


MOG 


agglg^PLPl 


12.4 ±0.5 


2.6 ± 0.5 


>60 




agg Ig-MOG 


11.7 £ 1.0 


1.3 ±0.5 


32 



0 "ni<? datit Uktti rated ijj this tabte were ofelaiaed from the mice dc&erib<>d in tht 
legend to Fig. % These Miini&k were induced for EAE wtth either PLP1 of MOG 
peptic m$ treated with ogg Ig-PUH or *gg according to the slarjdapd 



b The onset of E AE rcpresv'Ete. Oie day a mouse receives ft t-sore of 1 or above, and 
the fadfeatcd numbers represent the mean * $D, 

p Miee were considered recovered when their mm clinical score was <0,5 for >3 



and recovered by day the eonUtiry, mice which were treated 
with agg lg-PLPl showed exacerbated MOG/EAE with a mean 
disease score of 2.6 ± 0,5 and the mice did not recover for the 
entire 60-day monitoring period. These results indicate that agg 
Ig-MOG is effective at treating lx>tb PLPi- and M0G4nduced 
BAB, but that agg Ig-PLPJ , while effective at suppressing PLPI/ 
EAB t exacerbates MOG-induced EAE and significantly delays 
spontaneous recovery, 

To ensure that exacerbation of disease is not due to spreading to 
PLP t epitope after completion of the tteatmcnt, the regimen was 
extended for a longer period of time and the animals were moni- 
tored for reversal of disease. M can be seen in Pig. 3 / when com- 
pared with a group that was given only the standard three-injection 
regimen of agg Ig-PLPl, the mice that received the extended treat* 
ment regimen showed no reduction in disease severity, in fact, the 
mean maximal disease severity score was 24 ± 0,5 which is sim- 
ilar to the 26 ± 0.6 score of mice recipient of the standard regi- 
men, Furthemiore, both treatment regimens exacerbated the dis- 
ease and resolution was delayed significantly. Indeed, whereas the 
untreated (NIL) group showed recovery by day 30 postdlsease in- 
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FIGURE 3, Exacerbation of MOO-iadyced BAE persists even with & 
continuous agg Ig-PLPJ treatment regtmea. Groups (sh to eight mice per 
group) of to 8»wk*o!d (SJL X C57BU6)F, mice were given 200 $ of 
PBS/1PA (v/v) $<& injections containing 300 j*g of MOG p^ptida and 200 
/tg of H37Ra, At the onset of disease (loss of tail tone), a group of mice 
was given agg Ig^PLPI three times at 4 days interval (standard treatment 
regimen), another group was given agg Ig-HJPI every 4 days for the du- 
ration of the experiment (extended treatment regimes) and a third group 
was left untreated (NIL) to serve as control The mice were then scored 
daily for the indicated period of time. 
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t%$ Potfbyi^Sie induction: 

Fi<IW.B-4;. agg Ig^PLPf treatmeiit piolongs MOcWr^dheipK^ p^ 
duetion. Groups of 6- to 8«w$Md (SJL X C$1$U6)#i mice Were induced 
for EAE by s,c injection of 200 /d of FBS/1FA (v/v) contaMag 300 w of 
MOG peptide and 200 /xg of H37Ra, A group of mice was treated three 
times every 4 days with 4\gg Ig-PLPl (age Ig-PLPl) beginning on the day 
when clinical signs of disease were first observed. An untreated group 
(^IL) was included for control purposes. Ilie mice were then sacrificed at 
day 32 or 39 posidtsease induction and their LN IFN-^y responses to MOO 
peptide were analysed by EDS A. Bach tilled bar (P) represents the 
mean ± SD M-y production from six to eight mice, Each open bar (O) 
represents the mean clinical score of the corresponding group of mice. 

duetion, those treated with the standard or extended agg Ig-PLPl 
treatment regimen did not recover by completbn of the monitoring 
I^eriod and had a lesidual mean disease score of IS ± ()>(> and 2.0 ± 
0,0, respectively , These results suggest that exacerbation of BAB upon 
treatment with agg ig-PLPl is not due to spreading to PLPl-simfic 
T cells alter completion of die short treatment regimen. 

m treatment of MQG4ndimd EAE mmim IFN-y 

production from MOQ-momm ceils 

To investigate the efiects of agg Ig-PLPl treatment on the MOO* 
specific T cells, we chose to examine Ag-speeifie 1FN-7 produc- 
tion throughout the course of MOG/EAB with and without agg 
Ig-PLP! treatment. Accordingly, (SJL X C57BL/0)Fj mice were 
induced for BAB widt MOG peptide and treated with agg Ig-PLPl 
with the standard (three injections) treatment regimen. On day 32, 
a point at which die disease resolves in die untreated mice but 
remains severe in the treated animals, the MOG T cell response 
was analyzed by measuring MOG-specific production. In- 
terestingly, as shown in Fig. 4, IFN-y pfoduction mirrored the 
clinical severity of disease in both the tt'eated and untreated mice. 
Indeed, MOG-sped(ic IFN-y is dearly produced at higher levels in 
the LN of agg Ig-PLPi-treated mice as compared with the un- 
treated animals. This Is at a iime during the disease course in which 
the treated mice are unable to resolve their disease, and the mean 
clinical score is significantly higher than in the NIL group. Similar 
results were observed on day 39 where disease resolution in the 
untreated mice is maintained, while signs of paralysis remain sig- 
nificant in the treated animals (Fig, 4), Again, IFN-y production 
parallels with disease status and was minimal for the NIL group 
but highly significant in the treated mice, Therefore, it appears that 
MOG^specitie T cells remain active during exacerbation of disease 
during treatment with agg ig-PLPL 

Administration of agg Ig-PLPl has been previously shown to 
suppress EAB at least partially through die induction of IL40 
production by APCs (4 ? 5). Because IJL4.0 can serve a$ a growth 
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nCVm & MOCv^eciHc CD4, not CDS, T cells mediate the and- 
MOG response upon agg Ig-PLPl treatment of MOG-mduced EAR 
Groups of 6< to 8*wfc-oid (SJL X C57BL/6)F, iruee were induced for HAB 
with MOO peptide as In Bp $. The mice were treated three times every 4 
days beginning at the onset of clinical signs with 300 t% of agg Ig-PLPl. 
An untreated control group w&s included for comparison. Three days after 
the final treatment, the mice wem sacrificed and their <$) SP and (B) drain* 
kg LN cells were sUmnlated with MOO peptide m the presence or absence 
of Hocking &ntK3X -CDS, or -H-2fi* Ahs, The SP and IN. cells were 
nsed ai 1 X 10 6 ceH.v/100 /4/well Th* singulation mi 30 /tg/ml MOO 
peptide and 20 #g/m] awi-004, -CDS, or -11-20^ {nnti-el6s 1} ^^' 
Mnation of Abs Uses 23 fig/mj each. Rat mid tnouie: %G were htehded as 
controls for Ate & matching doses. Each fear represents the mean £$Dof 
triplicate wells. Hie results are representative of two independent 
experiments. 

factor IwCDS f r cells Clf7} ai5d it wasrecently reported that MOG 
i5-SS..m^m^^..^i .Cp8:'e|%pe {IB, 1% we wnnte<l io t^si 
whelhtr & IL40 produced by APCs upon 1 ngg Ig-PLPI ad- 
ministration was serving to help expand MOG-sp^cine CDS T 
cells to exacerbate the disease. To this end, (SJL X C57BL/6)Fj 
mice were induced for HAE with MOO peptide nnd treated three 
times with ngg Ig-PLPl according to the standard treatment regi- 
men beginning at the first clinical signs of disease, Three days 
following the final treatment (day 24% the mice were sacrificed nnd 
their SP and LN JFN-? responses to MOO peptide stimulation in 
the presence of ahti*CD4, -CDS, or -H~2D b Abs were measured by 
BLISA; As can be seen in Fig, 5» and like the results shown in Big* 
4f there is still a significant W$-y production- in bojlvthe :$l^n<i 
LN Q$ti\ti 4reMed mick ^mediuMi: At this tutte-jxiin^ the response 
is comparable to thai from mice that bad received no treatment 
whet} examined at the same time point (data not shown), indicating 
that agg Ig-PLPl administration* although able to prolong the 
MOG response, does not increase the magnitude of the MOG- 
specific T cell response. When antt-CD4 Ab was added to die 
cultures, the responses in both the $P {upper panel) and LN (tower 
panel) were significantly reduced, indicating that CD4 T cells are 
responsible, at least in part* for mediating MOG responses. When 
anti-CDS Ab or anti-class 1 (H*2D*) Ab were added, no change 
was seen when compared with that of the normal response (me- 
dium), Taken together* these results indicate that treatment with 
%m Ig-PLPl sustains activation of MOG^speci&c CD4, not CDB, 
T cells. 



UNEVEN THERAPY OP BAB IN P x MICE 





Days Post Disease Induction 

FIGURE & agg Ig-PLPl treatment continues to exacerbate MOG-ln- 
duced HAE when administered with lg$ carrying oilier myelin epitopes. 
Group.? of b to «. wk-old (SJL x €57BL/6)F, mice were induced for EAB 
with 300^ of MOO peptides inttg X At me onset of clinical signs (day 

aggigpun + t r m% or m m ^m^}^m^^^^ 

mixture contained 560 p% of agg Ig-PLPl and 3ti0 fig of the additional, 
chimera. A group of mice treated with 300 of agg Ig-PLPl alone was 
included for control purposes. 



'$pm0t$*i#; #}M#pe$. than PflPJ <wdMQ<$-f$Mt: 
responsible for exacerbation of MOG4ndwed 1MB by 
treatment with agg J$-PLP2 

Exacerbation of BAB by agg Ig-PLPl may have resulted fn>m 
activation of unrelated T cells as a consequence of a pattern of 
epitope spreading (26-22) dictated by the l\ MHC polymorphism. 
To ,ad<te*s this Issue, we sought to induce EAB with MOG pep- 
tide, treat with agg Ig-PLPl along with other chimeras carrying 
"different epitopes, and monitor for reduction in disease severity, 
Three treatment regimens were tested which include agg I^-pLPl 
p -co^nhmatfe^ with agg 

%#LP2 (1^), a cliimem*arrying thei-A^restrieted. PLP2 peptidie 
cotTesiK>nd^ng (o amino acid residues 179-191 of PLP; and agg 
Ig-PLPl combined with agg Ig-MBP3 (15) a chimera carrying the 
promiscuous amino acid sequence 87-99 of MBP, These regimens 
were applied in the form, of a mixture of equal amounts of chimera 
(300 |xg each) according to the standard three injections at 4-day 
intervals, A group of mice recipient of agg Ig-PLPl alone was 
included to serve as a control. As can be seen In Fig. 6, none of the 
combinations were able to induce reduction in die severity or du- 
ration of the disease. Indeed, the mean maximal disease score was 
2,8 i 0,8 for treatment with agg Ig-PLPl plus agg lg~MOO; 3.3 ± 
L0 for agg Ig-PLPl plus agg Ig-PLP2; and 2.5 ± L0 for the 
treatment with agg Ig-PLPl plus agg Jg-MBP3. TMs k similar to 
the %& ± 1.0 score observed during treatment with agg Ig-PLPl 
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FIGURE 7. Antagonism of PLF1 -specific T cells by Ig-PLP-LR nulli- 
lies agg lg-PLPl- mediated exacerbation of MtXMndueed EAE 4> Groups 
of & to 8-wfc-old (SJL X C57BL/6)F| mice were induced for EAE with 
300 ft$ of MOO peptide and treated tturce times every 4 days beginning at 
Ihe onset of clinical signs with either 300 /xg of agg lg-PLPl alone or in 
combination with 300 /tg of agg lg~PLP*LR antagonist. The mice were 
monitored dully and assessed for clinical scores throughout the obsemtion 
period. B„ Five- to 7-wk-old (SJL X C57BJL/S)F| iruce were given 300 /*g 
of soluble fe-PLP~LR Up. at days -10, -6, and -3 before disease induc- 
tion. These mice along with a group of 6- to S-wk-old untreated (SJL X 
CTBL/QFj mice were then Induced for EAE with 300 jxg of MOG pep- 
tide. At the onset of clinical symptoms* both groups of mice were treated 
three times, 4 days apart with 300 m ef *&£ lg-PLPl and monitored for 
clinical signs of BAH daily until day 40 post disease induction. 



alone. Moreover; the patieras of clinical signs were similar 
throughout the duration ot the monitoring time period. Thus, the 
exacerbation of MOG/EAB by agg lg-PLPl is not due to spreading 
to other epitopes such m PLP2 or biterestingiy, even agg. 

%MQG when combined with agg lg-PLPl U no loiter able (o 
modulate the disease. 

Antagonism of PIP J -specific cells by I$~PLP>LR modulates 
Ig-PLPJ -mediated disease exacerbation 

Epitope spreading does not seem to be responsible for exacerba- 
tion of M0G4ndu.ced BAB by v®& XgM^li Tx^immK mlh Ig- 
W©G combined with IgtPLPi does iiot modulate the disease jx>s- 
mbly indicating that MQG*$peeific T cells may not be responsible 
for exacerbation of disease. Thus, it may be that agg Jg-PLPl in 
the context of H-2* x * stimulates mther than inactivates PLP1- 
specific T cells lo sustain the severity of BAH, To test this premise, 
we sought to antagonize PLPl-speciiic T cells and determine 
whether disease exacerbation by agg lg-PLPl persists* 

ft has previously been shown that replacement of the TCR con* 
tact residues 144W mid 147H with 144L and 147Rof PLPl gen- 
erates a peptide designated PLP-LR that functions as an antagonist 
of PIPl-specific T cells (13). Also, FLP-LR was previously ex- 
pressed on Ig and the resulting Ig-PLP-LR chimera antagonized 
PLPl-specMe T cells etectively (o\ 14). Item, Ig-PLP-LR was 
used to antagonize PUP 1 -specific T cells to test for the eflcct of agg 
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FIGURE 8, agg lg-PLPl treatment dmifoishcs antf-MOG Abs, Groups 
of 6* to S-wk-old {SJL X C57BL/6)F, mice were induced for EAE with 
300 /4£ of MOG peptide and treated with 300 /Ag of agg lg-PLPl three 
titties at 4- day intervals begkuhig at the onset (loss of tail tone) of clinical 
signs of EAE. The mice were bled via tail veins 4 days after the last agg 
lg-PLPl Injection. A group of mice induced for MOG/BAE but treated 
with PBS instead of agg lg-PLPl was included for comparison purposes, 
K4>earmg (A) and total {&) MOG Abs from the untreated (Nil) and agg 
Ig-PLP) -treated (lg-PLPl) mice were measured by BUS A using the 
Soutfvem'Brotedinolog'y Associates kit as described in Materials and 
Methods, isotypmg for yl (C), yZa {D) t y2b (E) t yl (F) t a (G), and # Qfi 
class and subclass of anti^MOG Ab were also determined by E1JSA 
using the Southern Biotechnology Associates kit as described Jit Ma* 
ierfah mnl Mdhmls, Serial I serum dilutions were used huhest? analyses 
aud'thJ reiuits'ihowjrwefe 

bar tepm&m the mean m of tripc4tes ir^m five mice, 
* t vSignificant dilference relative to control untreated mice as analysed 
by Student / test. 



ig4>LPl on MOGrindueed BAB. Accordingly, (SJL X CMW 
6)Fj mice induced for EAE with MOG peptide and when the 
clinical signs of disease became apparent, Dae mice were given agg 
Ig-PLPJ alone or in combination with agg Tg-PLP-LR and irtoni- 
tored daily for reduction in disease seventy. As illusU'ated in Big, . 
TAi while the mear) maximal score remains wnelmnged In the two 
groups (2,8 ± 0,8 vs 2.8 cfc 1.0), the mice treated with the agg 
lg-PLPl and agg Jg-PLP-LR combination regimen reduced ihe 
severity of their paralysis earlier and resolved their disease by day 
35 following disease induction. To ensure that exacerbation of 
disease involves PLPl-spcciBc T cells, we used soluble Ig- 
PLP-LR to antagonize ihe cells before disease induction with 
MOG and heated with agg lg-PLPl alone. The choice of soluble 
Ig'PLP-LR for T cell antagonism before disease induction stems 
from the observation thai this form is elective for prevention of 
disease and circumvents IL40 bystander suppression as soluble 
chimeras do not ii^duce IL-10 production by APCs (4). As indi- 
cated in Fig» IB when Ig-PLP-LR was given before disease induc- 
tion the mean clinical score was slightly lower relative to mice not 
given Ig-PLP-LR (2,8 ± 0,5 v$ %$ it 0.5). However, the severity 
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1 Day! ^ost: dlsPeas^ induction 

IfiGUftE !>• agg Jg^LPl ir^aiiiil^t exacerbates MOp/EAB throu|th «h 
ducdon of IW production by PlJM^spedfie -T cells. ..jfn A groups of to 
8^yd (SJt X C57BI/6)Fj mice were induced for BAB whit 300 /xg of 
MOG peptide and treated with 300 of either agg Ig-PLPl ox agg Ig- 
Md& three tto 



gns of MAE.' A" group of mice that was induced for MOG/KAB 
bur was not treated with any chimera (Nil) was included a* : control. The 
mice were sacrificed 4 days after the WC treatment with die cllmiera^ a»d 

their LN^&(5 X i& m^v^^m^k vitfo with PLPI (15 
/igmti), MOG (50 /.tg/ml), or HA (30 /xg/tni) and cytokine production was 
measured by EL1SA as described in Materials and Methods. Each bar 
represents me mean ± SD of triplicate wells, In B t groups of MOG/EAB 
mice were treated with agg Ig-PLPl as h A and received an injection of 
500 ftg of aaU4V5 Ab (TRFK-5) or rat IgG control along with the second 
a£g Ig-PLPl, treatment. The mice were then monitored daily for clinical 
signs of KAE Bach point represents the mean score of eight mice* 
*, Values of p < 0,05 as deiemined by two-way AKOYA descrlted in 
Materials and Merttods. 



of clinical u\gm declined signitfeantiy earlier and the disease m~ 
solved by day 30 while those not pretreoied wills Ig-PLP-LR did 
not recover for the 40-day disease monitoring period. Altogether* 
these results indicate mat PLPI -sped fio T ceils need to be func- 
tional to contribute to disease exacerbation upon treatment of 
MOG-indueed EAE with ngg Ig-PLPL 

Treatment of MOG MB with agg 1%-PLPl induces Hj-5 thai 
inhibits (miUMQG Ab rtsponm and sustains exacerbation of 
disease in Ft mice 

The results presented above indicate Hint MOG-specifio T cells are 
activated during treatment with agg Ig-PLPl but not required for 
exacerbation of disease while PLPI -specific T cells are* The ques- 
tion then is how PLPI -specific T cells contribute to exacerbation 
of disease, 

MOG EAE usually involves Abs that contribute to the pathol- 
ogy of EAE (23, 24); If treatment with agg Ig-PLPl leads to m 
increase in the production of MOG-specific Abs* it would result in 
exacerbation of disease. To address this postulate, F$ mice were 
immunized with MOG peptide, treated with agg Ig-PLPl and their 



<Mgf-PiP1+aUv5 




0 9 13 17 21 



0 9 13 17 21 



FIGURE 10. Nemrali^tion of IL-5 during tmtwm of MOG/BAB 
with agg Ig-PLPl restores production of MOG-specific Abs. Groups of 6- 
to $-wk-old (SJL X C57BU6)Fj mice were induced for EAE with 300 jtg 
of MOG peptide and treated with 300 fx$ of agg Ig-PLPl three times m 
4»day intervals beginning at tb omst (loss of tail tone) of clinical sips of 
BAB. An injection of 500 m of antHL-5 Ab (J1FK-5) (circles) or Rat 
IgG control (rectangles) was also given along with the second agg Ig-PLPl 
treatment (day 13), Hie mice were bled via tail veins l>efore the treatment 
with agg Jg-PLPi (day 9) mi one** ewry 4 d^y$ thereate Total (A) mi 

by fiLlSA : as descried mFt^& Serial serum dilutions; were nse#itubese 
analyses and the results shown were those obtained with 1/500 dilution. 
Bach point represents the mean ± BD of triplicates from five mice; 



sera were tested f<>r the r>reAnee v ^ an0-MSG Abs, The ^' results 
illustrated ill Fig. S tfibw, SUii?fisiiigiy, n Significant rcxiuction 
rather than increase in k bearing (Fig, M) f as well as total, ami- 
MCX) Abs (Pig. Furthermore, the khibition is more prevalent 
for both IgG2a and IgG2b isotypes (Fig, 8, D and E) jather than 
IgGl, IgG3< IgA, IgM classes of Ig (Fig, 8 ? C and P-H). 

Became PLPI -speciiic T cells seem to be involved in agg Ig- 
PLPX-mediated exncerbalion of MOG BAE and cytokines can con- 
trol the magnitude and class of Ab responses, we sought to deter- 
mine whether PLPI-speeiflo cells and their cytokines interfere 
with the production of nnti-MOG Abs. Jn an initial experrmont, we 
immunized V\ mice with MOO peptide, treated the animals with 
agg Ig-PLPl or control !g-MOG that did not exacerbate die dis- 
ease, and tested the T cells for differential cytokine expression. 
Among many cytokines tested including IFN-% 1L-4, TGF-& IL- 
17, only IL-5 was dttferentially produced in agg Ig-PLPl- vs agg 
Ig-MOG-treated mice (Fig, 9). Indeed, IL-5 is significantly in- 
creased, upon stimulation of LH cells with PLPI bwi not MOG 
peptide in the agg Ig-PLPl -treated mice (Fig. 9A)< However, in the 
mice trented with agg Ig-MOG, tteiiher PLPI nor MOG peptide 
stiiimiation was able to induce si^jificant IL-5 production. In fact, 
IL-5 in these mice was at background level relative to mice that 
were not treated with any chimeras* These results suggest that IL-5 
produced by PLPLspedfie T cells may be resixmsible for disease 
exacerbation In agg Jg-PLP J -treated MOG BAB. To test this 
premise, 1?j mice were induced for EAE with MOG peptide, 
treated: with agg Ig-PLPl with either an(i-3L-5 Ab or rat IgG con- 
trol, and the severity of disease was monitored. Fig, 9B shows 
indeed that neutralization of in vivo inhibits disease exacer- 
bation and the maximal severity of paralysis was reduced hx>m 
23 ± 0,2 to L3 ± 04, These results indicate that IL-5 from PLP^ 
Lspeeifjc T cells 3s responsible for disease exacerbation in agg 
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Ig-BLPJ -treated aniiriaLs. Because the mice with exacerbated dis~ 
MM Md M$ti\Mmi. MplMyM diminished ■p)ti^tiQ& Q£ 

^pi^te4 ^&t ; BL-5 ^^cr^t^4teM0 by suppression of MOG 
Abs. If this is the case, then neutralization of IL-5 which inhibited 
disease severity should restore production of MOG Abs. Jndeed> 
Fig. 10 shows that mice recipient of anti-IL~5 Ab during treatment 
wi th agg Ig-PLPl restored production of total antl ^MOG Abs (Fig> 
ijS^v^^ which' were r^ced 

b^itre^ment' with agg ;}g4?l f £l wemrestg^ 
IL-5 (Fig, 10, Cand D) bin IgGJ subclass wbichwas housed 
by treatment with Ig«PLPl was not increased by neutralization of 
(pig. 10#). These results indicate that from PLtM-spe- 
cifio T cells diminishes NOG Abs and susmms exacerbation of 
iyl^G-EAB -in Fi mice. 

Discussion 

In previous studies, we showed that both agg Ig-PLPI and agg 
Ig-MOG effectively suppress EAB by a "dual modal" mechanism 
involving minimal costimulation and It- 10 bystander suppression 
(4, 5, 8). The approach is attractive because it targets both Ag» 
specific T cells, as well a$ nearby autoreactive T cells of unrelated 
specificities (4, 5, 8), These reports examined the efficacy of the Ig 
delivery system lor treatment of autotauimty in nonjx>lymorpMc 
inbred mouse strains. However, these animals do not nearly rep- 
resent the genetic diversity seen in humans. In this study, we ex* 
amined whether the Ig approach would be able to exert similar 
suppressive ^ eflieaiivetiess in a polymorphic setting with relevance 
to htirMns* Accordingly, F, mice were generated by breeding 
SJUJ to B10.PL or C57BL/6 and agg Tg-PLPi as well as agg 
Ig-MOQ were tested, for suppression of CHS hoi$<>genate-iuduced 
BAE where the full spectrum of epitopes restricted to both parental 
hapioiypes is at play and the chimeras would have to modulate 
diverse T cell specificities to ameliontte the disease. Both agg Ig* 
PLPI and agg Ig-MOG were quite efleciive at reversing EAE in- 
duced with Cm homogenate in the (SJLtf X B10,PL)F X mice 
(Fig, 1), Unexpectedly, however* when the same experiment was 
performed in the (SJL/J X C57BL/6)Pj &ttm\ f neither Ig chimera 
was able to ameliorate disease. This was intriguing and prompted 
investigation at the single epitope level where BAE & induced by 
an. epitope restricted to the haplolype of one parent and the treat- 
ment is made with a chimera carrying a peptide with the same 
parental res Miction or a peptide restricted to the other parent (in 
trmu treatment). Accordingly, groups of ($JL X C57.BL/6)F l mice 
were induced for EAE with PLPI or MOG peptide and the animals 
were treated with either agg Ig-PLPl or agg lg~MOG. It was ob- 
served that both chimeras were able to ameliorate PLPi-induced 
BAB (Pig. 2 and Table I), However, in the animals induced for 
BAE with MOO peptide; Ig-MOG reduced the severity of disease 
while in items* treatment with Ig-PLPl exacerbated the clinical 
signs of MOG/EAH, Where the initial phase of disease was more 
pronounced and the resolution was delayed. Moreover, prolonged 
in trans treatment with agg Ig-PLPl did hot change the disease 
exacerbation pattern (Fig. 3) suggesting delayed spreading to PLPi 
epitoj>e after completion of the three-injection regimen was not the 
mechanism responsible for disease exacerbation. In fact, MOG- 
speci fic IFN-y production was evident during exacerbation of dis- 
ease by agg Ig-PLPl treatment (Fig. 4). Also, spreading to epitopes 
other than PLPI and MOG was excluded because when Ig-PLPl 
was accompanied with Ig-MBP3 or Ig-PLP2 exacerbation of BAB 
persisted (Fig, 6). This was intriguing and led us to suspect in- 
volvement of CDS T cells, Indeed, there are reports in the literature 
indicating that MOG 35^55 encompasses an epitope recognized by 
CDS T cells in the C57BW6 mouse (18, 10). Because aggregation 



of the Jgs iMuces the APCs to produce 1L-1G\ which is a growth 
factor 1 ISr ^DS T ^B$-<i7)* and we; t^uhd that the ajiti-MOG 
response is mamMned^ in :a|^ J|-pLPl-treated mice compaiced 
wjth Mntr^ated, &ere Was a ^ ®th> sus- 

taining activation and expansion of MOG-specirlc CDS T ceils. 
However, this postulate proved incorrect as Ag-speeific IFN-y 
could be inhibited only in the presence of anti-CD4 Ab indicating 
thai GD8 T cells jilay little or no role in agg ig-PLPl -mediated 
exaeerbatto^ 

In the face of this dileinma. we were left with the possibility tot 
agg Ig-PLPl may be activating, rather than tolenzing, PLPl-spe- 
eifie T'ceiiSi leading to exacerbation of disease. To examine this 
possibility, , agg lg*Pt$l was combined in a treatment with Ig- 
PLPCR t ; an Ig carrying a PLPI antagonist (8), The results indi^ 
cated tWtigg'^ severity of ilisease during 

freaime^ (%. 7) . Furthermore, when; antago- 

nism was conducted before disease induction with MOG peptide, 
treatment with agg Ig-PLPl exacerbation of disease was nullified 
(Pig, 7). This indicates that PLPI -specific X cells are required for 
exacerbation of disease (Fig. 7). '0>e question then is how these T 
cells aggravate MOG/EAE. Cytokine screening analysis indicated 
that in the MOG/BAE mice treated with agg Ig-PLPl there was 
product ion of IL-5 by PLPI -specific T cells that was not observed 
in untreated or Ig-MOG-treated mice (Fig, 9), Given that IL-5 is a 
Thl cytokine usually associated with modulation of autoimm unity, 
we concluded that it might be indirectly involved in the exacer- 
bation of disease. Knowing that MOG/BAE invol ves Abs (23, 24) } 
we suspected that IL-5 may be interfering with such Ab responses 
to aggravate the disease. Surprisingly , however, treatment with agg 
Ig-PLPl reduced MOO Ab responses and more specifically the 
IgG2a and JgG2h isotypes (Fig, 8). Furthermore, neutralisation of 
endogenous IL-5 modulated the disease (Fig. 9) and restored Ab 
responses with reincrease of IgG2a and IgG2b anti-MOG isotypes 
to significant serum levels (Fig. 10). Because IL»5*deficient mice 
manifest signs of EAB similar to wild-type mice (25), it is possi* 
ble that other cytokine products of Th2 or T regulatory cells con- 
tribute to the Ig-PLPl -mediated aggravation of EAE, The fact that 
disease progression occurs when serum anti-MOG Ab titers di- 
minish and the severity is reduced when die Ab titer reincmoses 
(by neutralization of IL-5) suggests that the Abs may play a pro- 
tective role* It has previously been shown that MOG-specific Abs 
directed against conformational epitopes are pathogenic while 
those recognising linear epitopes have no demyelmating effects 
(26, 27). In this study, because the Ahs are induced and detected 
by the MOG 35-55' peptide, they represent anti-linear epitope Abs 
that seem to play a protective rather than pathogenic role. Given 
(hat MOG is restricted to C57BL/6 haplotype and that this strain is 
unable to develop pathogenic Abs to conformational MOG 
epitopes: (28), it 3$ likely that the linear epi tope-specific. Abs eon- 
n^buteptotec^ functions, The conclu- 

sion thai : caf be' drawn, frbm- j these :stn that T cell 

tolei'ance In the context of genetic polymorphism could nullify 
protective humoral responses and aggravate rather than ameliorate 
autoimmunity, 

Overall, Ag-speciflc therapies are ideally more suitable lor treat- 
ment of autoimmune disorders than non«Ag*teed therapies, pre- 
sum ably because they alfeel; the specific cells responsible for the 
pathogenesis of tlie disease. However, complex polymorphisms 
which could result in unbalanced MEG expression (29) need to be 
taken into consideration to devise ettective Ag-specific therapy 
against the disease. 
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Oral Tolerance in Humans 

T Cell but Not B Cell Tolerance After Antigen Feeding 1 



Steffen Husby, 2 * jiri Mestecky, + Zina Moldoveanu/ Stephen Holland/* and 
Charles O. Elson 3 * 

Departments of *Medicine and Microbiology, University of Alabama at Birmingham, Birmingham, AL 35294 

The purpose of this study was to investigate whether oral tolerance, defined as Ag-specific immunologic unre- 
sponsiveness after Ag feeding, could be induced in humans after prolonged Ag ingestion. Eight adult volunteers 
ingested a total dose of 0.5 g of keyhole limpet hemocyanin (KLH) followed by subcutaneous immunization with 
KLH. Eight controls received only the subcutaneous immunization. In the group fed KLH, there was a significant 
reduction in KLH-specific T cell proliferation (p = 0.04) and delayed skin test responses (p = 0.07) to KLH. KLH 
ingestion alone did not induce significant levels of Abs in either serum or secretions. However, after the subse- 
quent subcutaneous immunization, the number of circulating IgG and IgM anti-KLH-producing cells, the titers of 
serum IgG, IgA, and IgM anti-KLH Abs, and the titers of IgA anti-KLH Abs in saliva and intestinal secretions were 
significantly greater in the KLH-fed group than in the nonfed group. We conclude that KLH feeding induced 
systemic T cell tolerance/ but B cell priming, at both systemic and mucosal sites. These studies support the concept 
of using Ag feeding as a treatment for certain immune-mediated diseases. Journal of Immunology, 1994, 152: 
4663. 



The environmental Ags from food and microbial 
flora are in constant contact with mucosal surfaces 
and provide a continuous stimulus for the entire 
immune system. Although a common result of such stim- 
ulation is the induction of mucosal and systemic immu- 
nity, an alternative outcome is a state of unresponsiveness 
or tolerance (1, 2). The term oral tolerance refers to a state 
of systemic unresponsiveness to parenteral immunization 
that is induced by previous Ag feeding. Oral tolerance of 
both humoral and cellular immunity has been convinc- 
ingly demonstrated in rodents fed a wide variety of Ag 
types (3-8). In several experimental autoimmune diseases, 
such as experimental allergic encephalomyelitis (9-12), 
collagen-induced arthritis (13, 14), and experimental au- 
toimmune uveitis (15), autoantigen feeding has blocked 
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induction of or ameliorated established disease. In some of 
these models, such Ag feeding has been found to induce 
CD8 + T cells that secrete the cytokine TGF-/3 upon Ag 
reexposure in vivo (16, 17). These results have prompted 
an interest in the feeding of autoantigens as a therapy for 
human autoimmune diseases (18, 19). However, attempts 
to induce oral tolerance in some species, such as rabbits, 
have been unsuccesful (20), and it is unclear whether this 
approach could be effective in humans, in whom the ex- 
istence of oral tolerance has not been clearly demon- 
strated, although suggested (21, 22). 

The purpose of this study was to determine whether Ag 
feeding of humans induces oral tolerance of either the T 
cell or B cell compartment. We used KLH, 4 a potent sys- 
temic immunogen, because it is a novel Ag to most indi- 
viduals, and it has been used safely in humans to assess 
immunocompetence. The strategy was to feed KLH to a 
group of volunteers; this group and another group not fed 
KLH were then parenterally immunized, and the ensuing 
systemic and mucosal immune responses were compared. 
T cell responses were assessed by a proliferation assay and 
by skin test reactivity to purified KLH. B cell responses 
were assessed by ELISA for IgM, IgG, and IgA anti-KLH 



4 Abbreviations used in this paper: KLH, keyhole limpet hemocyanin; 
ELISPOT, enzyme-linked immunospot; SI, stimulation index; NC, nitrocellu- 
lose; SFC, spot-forming cell; EU, endotoxin units. 
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FIGURE 1. Protocol of feeding, o ra j Tolerance Protocol: 

parenteral immunization, and 

testing used in this project. KLH iriiinn in u n n niic, , IU _ 

c . ^ i/i i_j I ■ KLH p.o. KLH p.o. KLH s.c, KLH s.c. KLH -d. 

p.o, = 50 mg of KLH was admin- j j ■ 

istered in gelatin capsules per os . ES5§SSI , , I , .1 .1 

daily; KLH s.c. « 100 ^ of KLH Day: I I I I I I I I I I I I I I I I I I I I I I I I I I I I I I I I I I I I I I I II I 
injected s.c; KLH i.d. ^ 10 of 1 1 1 

KLH injected intradermal^ as a B 7 14 21 28 35 42 49 

skin test Samples for testing were II III 

obtained as shown: a, peripheral a,b,c b,c a,b,c b,c a,b,c,d 

blood cells for ELISPOT and pro- 
liferation assays; b, serum for 
EL ISA; c, intestinal secretions and 
saliva for ELISA; d, delayed skin 
test responses. 



Abs in serum, for IgA anti-KLH Abs in secretions, and by 
the ELISPOT technique for Ab-producing cells in periph- 
eral blood. 

Materials and Methods 

Volunteers 

A total of 16 healthy volunteers were recruited for the study; 8 of the 
volunteers (mean age 28 yr, range 23-37; 6 males and 2 females) took 
pari in the study as the experimental group. The other 8 subjects were 
included in the control group (mean age 27 yr, range 21-36; 7 males and 
1 female). The study was approved by the Human Use Committee for the 
University of Alabama at Birmingham. Informed consent was obtained 
from each subject before participation. 

Experimental design 

Fasting volunteers of the experimental group ingested 50 mg of KLH in 
gelatin capsules on days 1 to 5 and days 15 to 19. They were then 
immunized s.c. with 100 ^g KLH on day 25 and boosted with the same 
dose on day 36. The control group underwent the parenteral immuniza- 
tion only (Fig. 1). Samples of blood, saliva, and intestinal secretions were 
obtained at intervals for assessment of immunity. Blood samples were 
taken by venipuncture before the start (day 0) and on days 10, 25, 36, and 
44 of the study. Secretions were obtained before (day 0) and on days 25 
and 44 of the study. An intradermal skin test with KLH (10 /xg) was 
applied on day 44 and read on days 45 and 46. 

Keyhole limpet hemocyanin 

KLH as a freeze-dried powder was purchased from Sigma Chemical Co. 
(St, Louis, MO). For oral use, 50 mg of this preparation was packed into 
gelatin capsules, which were filled with lactose. For parenteral use, this 
preparation was dissolved in pyrogen-free saline and passed two times 
through a polymyxin-agarose column (Boehringer- Mannheim, Mannheim, 
Germany) at a concentration of 4 m^ml, This treatment diminished the 
endotoxin content of the KLH preparation from approximately 1100 EU/ml 
to below 10 EU/ml as confirmed by Umuius assay (Whittaker, Walkersville, 
MD). The preparation was filter-sterilized, aliquoted in pyrogen-free saline 
plus 0.001% merthiolate, and stored at 4°C until use. 

Cell isolation and purification 

Heparinized blood was diluted 1:2 into Dulbecco's PBS (GIBCO BRL, 
Grand Island, NY), and the mononuclear cells were isolated by gradient 
centrifugation over Ficoll-sodium diatrizoate (Organon Teknika, Durham, 
NC) in 15 ml tubes at 2000 rpm for 20 min, the serum-Ficoll interface was 
collected and the ceils were washed in Dulbecco's PBS followed by RPMI 
1640 (GIBCO BRL), supplemented with 10% FCS (Irvine Scientific, Santa 
Ana, CA), 100 U penicillin/ml and 100 ^g streptomycin/ml. The cells were 



counted, adjusted to 5 X 10 6 /ml, and used directly in the ELISPOT assay. A 
T cell-enriched fraction was prepared by rosetting with 2-arrdno-ethyli- 
sothiuronium bromide-treated SRBCs, prepared as described (23) except that 
the rosetting was allowed to take place overnight on ice, Cells at the plasma- 
Ficoll interface were removed (E~ cells) and the T cell-enriched fraction (E + 
cells) was prepared by lysis of the SRBCs (24). The E + fraction typically 
contained 60 to 80% of the total number of cells. The E" cells contained 40 
to 50% monocytes as measured by the esterase stain for monocytes/macro- 
phages (25). E" cells were irradiated at 3000 rad before use as APCs in 
culture. 



T cell proliferation assay 

Sterile 96-well microliter plates (Costar, Cambridge, MA) were used for 
cell culture. Quadruplicate wells were prepared with adherent APCs by 
the incubation of 100 jU of 10 6 E~ cells/ml for 2 h. The wells were 
washed once with medium and the T cell-enriched (E + ) cells were added 
at 2 X 10 6 cells/ml. Replicate wells received KLH (10 /xg/ml), PHA 
(Sigma Chemical Co., 2 /xg/ml) as a positive control, or medium alone as 
a negative control. The plates were incubated at 37°C and 5% C0 2 for 2 
days for PHA responses and 5 days for KLH-specific responses. The 
wells were then pulsed with [ 3 H] thymidine (Amersham, Arlington 
Heights, JL) at 0.5 ^Ci/well for 6 h and harvested on nylon filters; cpm 
were measured with a liquid scintillation counter. The results were ex- 
pressed both as a stimulation index (SI), i.e., the ratio of the mean KLH- 
stimulated cpm divided by the mean unstimulated cpm and as A cpm, i.e., 
the mean KLH-stimulated cpm minus the mean unstimulated cpm. 



KLH-stimulated T cell cytokine production 

T cells and APCs were cultured with KLH (10 jxg/ml) in wells of 24-welI 
culture plates at 2 X 10 6 cells/well. After incubation at 37°C and 5% C0 2 
for 48 h, the supernatants were harvested and frozen at -20°C until 
assay. The IFN-y assay was performed using the WEHI 279 cell line, 
whose growth is inhibited by IFN-y (26). TGF-/3 was measured in a 
bioassay using the cell line CH-1CAB, whose growth is inhibited by 
TGF-/3 (27). A standard curve was constructed for each cytokine and the 
values for the experimental samples interpolated, In both assays, cell 
growth was determined by the 3-[4,5-dimethylthiazol-2-yl]-2,5-diphe- 
nyltetrazolium bromide method as described (25). 



Delayed skin test reactivity to KLH 

Endotoxin-free KLH (10 /ng in 100 ml) was injected intradermally at the 
flexor surface of the forearm using pyrogen-free saline as the control, 
Induration was measured in mm at 24 h and 48 h by the same observer. 
A reaction was considered positive if any measurable induration was 
present, 
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Enumeration of Ab (spot)-forming cells (SFCs) by 
ELISPOT 

To determine the numbers of IgG, IgA, and IgM anti-KLH-producing 
cells, the ELISPOT assay was used as described previously (29). Nitro- 
cellulose (NC) 96-well microtiter plates (Millipore Corp., Bedford, MA) 
were incubated with KLH at a concentration of 20 ^g/ml in PBS over- 
night at room temperature. For the enumeration of isotype-specific Ig- 
producing cells, the wells were incubated with F(ab') 2 fragments of anti- 
IgG, anti-IgM, or anti-IgA Abs (Jackson Immunoresearch Labs, West 
Grove, PA). Nonspecific protein binding to the NC was blocked by in- 
cubation for 2 h with PBS + 10% FCS. The mononuclear cell fraction 
from the heparinized blood sample was isolated as described above. 100 
/nl of cell suspension was immediately added in duplicate onto the plate 
at a range of concentrations from 10* to 5 X 10 6 cells/ml for anti-KLH 
Ab-producing cells and from 10 4 to 10 6 cells/ml for total Ig-producing 
cells. After incubation at 37°C for 3 h, the wells were washed three times 
with PBS and three times with PBS containing 0.05% Tween (Sigma 
Chemical Co.), and incubated overnight at 4°C with 100 jxl of biotin- 
labeled goat F(ab')2 anti-IgG, -IgA, and -IgM (Tago, Burlingame, CA) 
diluted 1:750 in PBS-Tween + 1% FCS. The wells were blotted dry, 
washed, and developed with Extravidin-alkaline phosphatase (Sigma 
Chemical Co.) followed by the chromogen substrate. The substrate was 
prepared by mixing 15 mg 5-bromo-4-chloro-3-indolylphosphate tolui- 
dine salt (Bio-Rad Labs, Richmond, CA) and 30 mg p-nitroblue tetra- 
zolium chloride (Bio-Rad Labs), separately dissolved in 1 ml dimethyl- 
formamide, and adding the mixture to 100 ml 0,1 M NaHC0 3 + 1 mM 
MgCl 2 , pH 9.8. The NC plate was blotted dry and the wells were exposed 
to the chromogen substrate; blue spots appeared, usually within 30 min, 
where a positive reaction had occurred. When the spots had reached 
maximal intensity, the plate was rinsed with tap water and allowed to dry. 
The spots were enumerated under a stereomicroscope at 40-fold magni- 
fication. The active synthesis of Ab was confirmed by the incubation of 
the cells with cycloheximide (25 mg/ml for 2 h), which resulted in 70% 
to 100% inhibition of SFCs. 

Intestinal and salivary secretions 

Intestinal secretions and saliva samples were obtained from eight subjects 
in the fed group and from four subjects in the control group. The intes- 
tinal secretion samples were obtained with the use of a polyethylene 
glycol salt solution Colyte® (Reed & Carnrick, Piscataway, NJ), as de- 
scribed previously (30). Saliva was collected as unstimulated whole sa- 
liva by having the subject drool into a centrifuge tube placed in ice. 
Unstimulated parotid saliva was collected using a Schaefer cup placed 
over the parotid duct (31). The saliva samples were centrifuged at 10,000 
rpm for 3 min in a microfuge to remove debris. 

Measurement of Ab by ELISA 

Flat bottom polystyrene microtiter plates (Titertek, Flow Labs., McLean, 
VA) were coated with KLH (10 ^g/ml of PBS), blocked with 5% FCS in 
PBS for 2 h, and washed three times with PBS-Tween. For analysis of 
serum samples, serum was diluted 1:250 and 1:1000 in PBS-Tween + 
1% FCS. For analysis of saliva, the samples were diluted 1:10 and 1:50 
in PBS-Tween containing 1% FCS, The plates were incubated overnight 
at room temperature. For analysis of intestinal secretions, the samples 
were diluted 1:4 and 1:40 in PBS-Tween + 5% FCS and incubated 
overnight at 4°C. The washed plates weTe incubated with btotinylated 
goat F(ab') 2 antHgG (1:8000), anti-IgA (1:1000), or anti-IgM (1:1000) 
(Tago) for 4 h at 37°C, followed by Extravidin-alkaline phosphatase 
(1:2000) for 2 h and then developed with para-nitrophenylphosphate sub- 
strate (Sigma Chemical Co.). The absorbance was read at 405 nm in a 
V max kinetic microplate reader (Molecular Devices, Palo Alto, CA). A 
high titer serum was used as a reference standard and defined to contain 
1000 U/ml IgG, 100 U/ml IgA, and 100 U/ml IgM anti-KXH Ab, based 
on their relative titer in serum. The absorbances of the samples were 
analyzed and converted into ELISA U/ml by using a computer program 
based on a four-parameter logistic model. Two control sera were in- 
cluded in each plate; based on the results of these control sera, the intra- 
assay variation was 3 to 7%, and the interassay variation of anti-KLH 
Abs was 22% to 26% for IgG, 15% to 26% for IgA, and 14% to 16% for 
IgM (n fe. 26). 



Samples of sera from days 0, 25, and 44 were also tested for Ab to 
tetanus toxoid and bovine gammaglobulin. Serially diluted sera were 
tested in Ag-specific ELISA and the Ab concentrations were expressed as 
ng/ml by referring to calibration curves for each Ig (Ig) isotype, con- 
structed by assaying wells on the same plates coated with anti-Ig isotype 
Abs and calibrated serum standards. 



Total Ig levels in secretions 

The amount of IgG, IgA, and IgM in intestinal secretions was assessed by 
ELISA. Microtiter plates (Titertek, Flow Labs) were coated with affinity- 
purified goat F(ab') 2 anti-lgG (2.5 jig/ml), anti-IgA (5 /xg/ml), or anti- 
IgM (2.5 /Ag/ml) in PBS (all from Jackson Immunoresearch Labs), 
blocked with 5% FCS in PBS, and washed three times. The samples were 
added at a dilution of 1:400 and 1:4000 in PBS-Tween + 5% FCS and 
incubated overnight at 4*C. The reference standards used were purified 
colostral IgA (2.9 g/1, Ref. 32) and the Monitrol standard (Baxter, Mc- 
Gaw Park, IL) for IgG (9.9 g/1) and for IgM (0,9 g/1). The plates were 
washed and incubated with biotin-labeled F(ab') 2 anti-lgG, anti-IgA, or 
anti-IgM (Tago), and developed as above for the Ab determinations. 



Statistical analysis 

Nonparametric statistical analysis was used. Comparison between groups 
was performed with the Mann-Whitney U-test for unpaired samples. 
Comparison within groups was done with the Wtlcoxon/Pratt test for 
comparing two samples and the Friedman test for comparing several 
samples. The level of significance was chosen as p < 0,05. 



Results 

Induction of T cell tolerance by feeding 

T cell proliferation assay. Ag-specific T cell proliferation 
was assessed before immunization (day 0), after the oral 
immunization (day 25), and after the parenteral immuni- 
zation (day 44) (Fig. 2). The SI in both groups was low 
before the immunization. After the oral immunization, the 
SI for the KLH-fed group rose moderately but signifi- 
cantly (p - 0.047) and at this time point was also higher 
than the preimmunization value of the control group (p = 
0.007). However, after the parenteral immunization, the SI 
in the KLH-fed group was significantly lower than in the 
nonfed group (p - 0.04) (Fig. 24). Similar results were 
found when the data are expressed as A cpm, with an 
increase after the feeding in five of eight subjects, fol- 
lowed by a reduction to baseline levels after the parenteral 
immunization (Fig. 2B). Mean PHA-stimulated T cell pro- 
liferation of the KLH-fed group did not change signifi- 
cantly in the KLH-fed vs control groups either after the 
feeding or after the parenteral immunization, nor in the 
KLH-fed group before feeding, after feeding, or after par- 
enteral immunization (data not shown). 
Delayed skin test response. Intradermal skin testing with 
KLH was done on day 44 (Table I). At 24 h, only one of 
eight subjects in the KLH-fed group had a positive reac- 
tion, whereas seven of eight in the control group were 
positive (p = 0.007). The same pattern was seen at 48 h, 
when zero of eight in the fed group were positive vs five 
of eight in the control group (p = 0.038). 
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Priming of the systemic B cell response by KLH 
feeding 

Anti-KLH SFCs in peripheral blood. Virtually no anti- 
KLH SFCs were identified in the blood either before or 
after the KLH feeding. However, IgG, IgA, and IgM anti- 
KLH SFCs were detected after the parenteral priming and 
booster doses (Fig. 3). IgG and IgM anti-KLH-secreting 
cells were significantly greater in number in the KLH-fed 
group than in the control group only after the parenteral 
priming on day 36 (p = 0.028 and p - 0.021, respectively). 
There were no statistically significant differences on day 44. 
Serum anti-KLH Abs. Feeding with KLH did not produce 
any detectable serum levels of anti-KLH Abs of any iso- 
type above the background level (Fig. 4). However, KLH 
feeding did result in the priming of B cells, as demon- 
strated by a significantly higher serum IgG anti-KLH (Fig. 
4A) in the KLH-fed group as compared with controls fol- 
lowing the parenteral priming and booster immunization 
(p < 0.05). Both IgA and IgM anti-KLH in the KLH-fed 
group rose sharply and significantly (p < 0.01 for both; 
Figs, 4, B and C) after the parenteral priming, but were not 
significantly different from the control group after the par- 
enteral booster. 



Serum Abs against a food Ag, bovine gammaglobulin, 
as well as against tetanus toxoid, were measured in sam- 
ples obtained at days 0, 25, and 44. No change in mean Ab 
titer in either the KLH-fed or the control group was found 
for either of these Ags (data not shown). 

Priming of secretory Abs by KLH feeding 

Anti-KLH Ab levels in salivary secretions. The IgA anti- 
KLH levels in both whole saliva (Fig. 5A) and parotid saliva 
(data not shown) of the KLH-fed group did not increase sig- 
nificantly after the feeding alone, but did increase after the 
subcutaneous immunization with KLH (day 44) (p < 0.005 
for whole saliva and p < 0,015 for parotid saliva), 
Anti-KLH Ab levels in intestinal secretions. No IgG or 
IgM anti-KLH was detected in the intestinal secretions. 
IgA anti-KLH levels in intestinal secretions were low, and 
although they were enhanced after the KLH feeding, this 
increase was not statistically significant. However, secre- 
tory IgA anti-KLH was increased in the KLH-fed group 
after the parenteral immunization (Fig. SB) when com- 
pared with their own day 0 base line levels (p = 0.016), 
KLH-stimulated cytokine secretion. On days 0, 25, and 44, 
T cells were cultured with APC and KLH (10 /xg/ml) for 
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Table I, Delayed skin test response to KLH* 





24 h 




48 h 




Mean 


Number of 


Mean 


Number of 


Group 


(ran^e) 


positive/total 


(range) 


positive/total 


KLH-fed 


1.2 (0-10) 


1/8 


0(0-0) 


0/8 


Controls 


1 1 .9 (0-23) 


7/8 


6.6 (0-20) 


5/8 


p-value 


0.007 




0.038 





* KLH (10 jtg) was injected intracutaneously and the reaction measured as 
induration (mm) at 24 and 48 h after the injection. 



48 h. Supernatants of those cultures were collected and tested 
for IFN-7 and TGF-/3 by bioassay. IFN-7 was not detected in 
any supernatant. TGF-/3 was detected in a small number of 
culture supernatants, but there was no relationship to KLH 
feeding or immunization (data not shown). 

Discussion 

The present study demonstrates that oral tolerance can be 
induced in humans; however, with the Ag, dosage, and 
immunization schedule used, tolerance was limited to the 
T cell compartment, as demonstrated by a reduction in 
Ag-specific T cell proliferation and markedly diminished 
delayed skin test reactivity. Although no anti-KLH-secret- 
ing cells or Abs were detected in blood or secretions after 
the oral feeding, the KLH feeding clearly had an impact on 
the immune system in that it primed B cells in systemic as 
well as secretory sites for a greater response upon paren- 
teral immunization. Because the dose, frequency, and type 
of Ag are known to have a profound influence on the in- 
duction of oral tolerance in experimental animals (7, 8), it 
is possible that varying one or more of these parameters 
might induce tolerance in B cells in humans as well. 

The purpose of this study was to determine whether oral 
tolerance to protein Ag existed in humans; a detailed ex- 
amination of the Ag specificity of the tolerance was not 
planned as a part of the study because it is well established 
in experimental animals that oral tolerance to proteins is 
Ag-specific. However, the absence of any effect of KLH 
feeding on polyclonal T cell proliferation and on serum Ab 
titers to two common Ags does suggest that oral tolerance 
is Ag specific in humans as well. 

Tolerance of T cells but not B cells has been previously 
identified after feeding (33, 34) and injecting (35-37) low 
doses of Ag to animals. A recent study performed in trans- 
genic mice showed that the small amounts of autoantigen 
released spontaneously in vivo rendered the animals' T 
cells but not B cells tolerant (38). The B cell system can be 
tolerized by Ag feeding, but generally requires larger 
amounts of Ag (4-6). Sensitivity to tolerance induction 
also varies among T cell subsets. CD4 + T cells can be 
divided into two major subgroups based on their produc- 
tion of cytokines. CD4 + Thl cells produce IL-2 and IFN-y 
and mediate delayed hypersensitivity. CD4 + Th2 cells 
produce IL-4, IL-5, IL-6, IL-10 and provide help for B cell 
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FIGURE 3. Circulating anti-KLH secreting cells (SFQ/10 6 
PBLs of the (A) IgC, (B) IgA, and (Q IgM isotype before and 
after oral feeding and parenteral immunization with KLH. 
Solid bars denote the KLH-fed group and lined bars the con- 
trol group. The data for the control group at days 0, 10, and 
25 represent the preimmunization value. Data are shown as 
geometric means and SE. 

Ab responses (39). Parenteral injection of soluble protein 
Ags into mice tolerized Thl but not Th2 cells (40); the 
hyporesponsiveness in Thl cells was mediated by IL-4 
production by Th2 cells (41). There seems to be a gradient 
of sensitivity to tolerance induction, with Thl cells > Th2 
cells > B cells. Although the existence of the Thl/Th2 
subsets is not as well established in humans as compared 
with mice, the present data are consistent with this para- 
digm. KLH-specific T cell proliferation and skin test re- 
sponses are mainly Thl functions, and these were signif- 
icantly inhibited by KLH feeding. The B cell priming that 
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FIGURE 4. Serum Abs to KLH. Anti-KLH of (A) the IgG, (B) 
the IgA, and (C) the IgM isotype, obtained before the start of 
the study (day 0), after one period of KLH feeding (day 10), 
after two periods of KLH feeding (day 25), after parenteral 
priming (day 36) and after parenteral booster (day 44). The 
KLH-fed group is denoted by solid bars and the control group 
by lined bars. For the control group the results presented at 
days 0, 10, and 25 represent the preimmunization value. Bars 
represent geometric means and SE. 



occurred from the KLH feeding is consistent with a lesser 
effect of the feeding on Th2 helper cells and B cells. The 
lack of any Ab production from the feeding alone could 
result from the dose of Ag being insufficient to trigger Th2 
cells or KLH feeding having some inhibitory effect on Th2 
cell function. 

Tolerance may occur by a number of mechanisms, in- 
cluding clonal deletion, clonal anergy, or suppression. 
With regard to orally induced tolerance, local and systemic 
suppressor T cell circuits may be particularly important (5, 
9, 42-44). Antigen feeding can generate Ag-speciflc sup- 
pressor T cells in the Peyer's patches of mice, and these T 
cells later populate systemic lymphoid tissues such as the 
spleen (42). However, even after suppressor T cells can no 
longer be identified, the animals remain unresponsive to 
the fed Ag (43), suggesting the presence of an additional 
mechanism such as clonal anergy. Ag feeding has been 
reported to stimulate CD8 4 " T cells that release the im- 
mune-inhibitory cytokine TGF-/3 upon restimulation with 
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FIGURE 5. IgA anti-KLH Abs in secretions: (A) in whole 
saliva and (B) in intestinal secretions. Solid bars denote KLH- 
fed group and lined bars denote control group (four subjects 
only). For the control group, the results from days 0 and 25 
represent the preimmunization value. Data are shown as 
geometric means and SE. 



Ag (16, 17). Accordingly, peripheral blood T cells from 
KLH-fed and control subjects were restimulated with 
KLH plus APCs in vitro. TGF-/3 was detected in a small 
number of samples, but its presence was inconsistent and 
had no relationship to either the feeding or parenteral im- 
munization with KLH. These data do not exclude a pos- 
sible role for TGF-j3-producing cells, in that the relevant 
cells may not circulate in sufficient numbers to be de- 
tected. Studies detecting them have used lymphoid and 
other tissues (16, 17), not circulating cells. The role of this 
or other cytokines, such as IL-4, in oral tolerance remains 
to be defined. 

Although the cellular and molecular mechanisms for the 
induction of oral tolerance in humans are unknown, oral 
tolerance may represent an important immunoregulatory 
process that limits immune response to innocuous food 
Ags. Certainly, humans ingest food Ags daily in quantities 
that should result in tolerance, and a small fraction is 
known to be absorbed into the circulation (45). When 
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adults with low levels of Ab to BSA were immunized by 
either ingestion or parenteral injection of BSA, they did 
not develop an Ab response (21), which may represent a 
form of oral tolerance to this food Ag. Despite the appar- 
ent occurrence of tolerance to food Ags, secretory and 
serum Abs to them are readily detectable in humans (46- 
48), The gradient of sensitivity of T cell subsets and B 
cells discussed above may explain this apparent paradox. 
Prolonged ingestion of Ag may be sufficient to prime B 
cells and Th2 cells sufficiently for the production of low 
levels of Ab. 

Despite the large amount of secretory IgA Ab produced 
daily, it has been difficult to induce secretory IgA re- 
sponses at mucosal surfaces in any species, including hu- 
mans, by oral immunization with soluble or nonviable par- 
ticulate Ags (49). The present results illustrate this, in that 
even 10 days of Ag feeding did not result in significant Ab 
production in saliva or intestinal secretions. Thus, these 
results have implications relative to strategies for oral vac- 
cines. One prediction is that oral-parenteral combinations 
may be more effective for immunization in humans than 
the oral route alone. Another possibility is that protein Ags 
given orally will require mucosal adjuvants to prevent in- 
duction of T cell tolerance and to effectively activate both 
T cells and B cells (49). 

These results support the idea that it may be possible to 
exploit orally induced tolerance in the treatment of human 
disease such as allergy or autoimmunity. Preexisting IgE 
responses and delayed hypersensitivity have been succes- 
fully down-reguiated by Ag feeding in experimental ani- 
mals, thus providing experimental support to this notion 
(50, 51). In regard to allergy, hyporesponsiveness to aller- 
gens such as tree or grass pollens and leaf extracts has 
been induced with variable success (52, 53). The induction 
of T cell tolerance to ingested Ags may be of considerable 
importance in the amelioration of diseases in which T cells 
represent the dominant effector mechanism. As mentioned 
above, oral tolerance to ingested autoantigens has been 
effectively used in experimental autoimmune diseases (7- 
13). Whether the feeding of autoantigens to humans can sup- 
press the further progression of autoimmune disease remains 
to be demonstrated, but clinical studies are under way in mul- 
tiple sclerosis (54) and rheumatoid arthritis (55). If this can be 
achieved, the induction of T cell tolerance by Ag feeding may 
represent a novel form of treatment for autoimmune diseases 
and hypersensitivity disorders. 
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Abstract: Orally administered antigens can induce systemic tolerance. In 
animal models, oral tolerance can both prevent and treat experimental autoim- 
mune diseases. The induction of oral tolerance to human autoantigens has been 
envisioned as a potential treatment for human autoimmune conditions. The re- 
sults of previous human studies from our laboratory have provided evidence 
that oral administration of a model antigen, keyhole limpet hemocyanin 
(KLH), prior to systemic immunization, can decrease the magnitude of subse- 
quent T cell proliferative and skin test responses to KLH. The present study 
was designed to test the hypothesis that orally administered KLH could atten- 
uate a preexisting immune response to KLH. Thus, human subjects (« = 8) 
were primed subcutaneously with KLH without adjuvant prior to a 42-day 
feeding regimen of 100 mg of KLH per day. At the end of the feeding regimen, 
the subjects were boosted with KLH, again without adjuvant. Eight control 
subjects were immunized as above with KLH, but fed ovalbumin. The measure- 
ment of antigen-driven T cell proliferation, serum and salivary antibody, and 
dermal delayed hypersensitivity responses to KLH failed to reveal significant 
differences between subjects fed KLH and those fed ovalbumin. These results 
indicate that the KLH dose and feeding regimen used in this study failed to 
attenuate the primary response or to prevent the secondary response to KLH, 
Therefore, some form of immunomodulation greater than that provided by 
oral administration of antigen alone is required in humans for suppression of 
an existing immune response. 

Keywords: tolerance; antigen feeding; humans; T cell; antibody 



INTRODUCTION 

Mucosal tolerance is defined by a marked reduction in systemic immune respons- 
es to an antigen previously administered by the mucosal route. This phenomenon 
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was demonstrated by Chase in animals fed a contact sensitizing agent and later chal- 
lenged systemically with the same antigen. 1 Since this pioneering work, many 
subsequent studies have been performed in animals using abroad spectrum of solu- 
ble (e.g., ovalbumin, bovine gammaglobulin, human gammaglobulin) or particulate 
(e.g., sheep erythrocytes) antigens. 2 Furthermore, in animal models of autoimmune 
diseases such as allergic autoimmune encephalomyelitis, collagen type 2-induced 
arthritis, uveitis, and diabetes mellitus, initial feeding of the autoantigenhas prevent- 
ed disease otherwise induced by systemic immunization with the relevant antigen in 
adjuvant. 2 Compared with the large number of experiments performed in animals, 
basic studies in humans are quite limited. Evidence for the existence of mucosal tol- 
erance in humans was provided in our previous study, in which we administered key- 
hole limpet hemocyanin (KLH) antigen for 10 days either orally 3 or intranasally. 4 
Upon subsequent systemic challenge, cellular immune responses were inhibited, as 
manifested by decreased T cell proliferation and decreased delayed-type hypersen- 
sitivity skin test responses to KLH. In contrast, antibody responses were increased 
rather than inhibited, with increased levels of KLH-specific antibodies in serum and 
external secretions, and increased numbers of specific antibody-secreting cells in 
peripheral blood. 

We next examined the immunologic effects of long-term feeding of antigen. For 
this we used dietary antigen as a surrogate for what might happen if one fed protein 
antigens long term. To this end, immune responses to the common dietary antigens 
bovine gammaglobulin (BGG), ovalbumin (OVA), and soybean protein were evalu- 
ated in 50 normal human volunteers. Humoral and T cell responses to these antigens 
were measurable but low, consistent with immune tolerance. 5 T cell proliferation to 
dietary antigens was increased significantly by addition of low doses of recombinant 
human interleukin-2. Peripheral blood mononuclear cells stimulated with BGG or 
OVA expressed IL-2 receptor a chain, but not IL-2 mRNA, consistent with T cell 
anergy. In some individuals, T cell proliferation to an unrelated vaccine antigen (tet- 
anus toxoid or purified protein derivative) was suppressed by addition of BGG or 
OVA, but this inhibition could be reversed with low doses of rIL-2. The conclusion 
of these studies was that the major mechanism of tolerance to chronic antigen feed- 
ing in humans is anergy. We did not find evidence of regulatory T cells or active sup- 
pression mediated by inhibitory cytokines such as IL-10 or TGFp. 

A number of attempts have been made in humans to use mucosal tolerance in the 
treatment of human autoimmune disease, with little success to date, as is detailed 
elsewhere in this volume. Despite this, mucosal tolerance is attractive as a therapeu- 
tic modality if it can be translated to humans with autoimmune or chronic inflamma- 
tory diseases. However, it remains unknown whether antigen feeding can inhibit a 
preexisting immune response in humans, which is a requirement for an effective 
therapy in patients who are already sensitized at the time of diagnosis. It is known in 
animals that oral tolerance is most effective when the antigen is fed to naive animals 
prior to systemic immunization. In experimental models of autoimmune disease, an- 
tigen feeding in the setting of a preexisting immune response has been much less ef- 
fective. In the studies reported here, we addressed this question by feeding either 
KLH or OVA as a control antigen for six weeks to human volunteers who had been 
primed with a small dose of KLH prior to the antigen feeding. 
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MATERIALS AND METHODS 

Human Subjects and Study Protocol 

Sixteen human volunteers (8 males and 8 females), ranging from 22 to 46 years 
of age, were recruited for this study. The study protocol was approved by the UAB 
Institutional Review Board, and informed consent form was obtained from all sub- 
jects. The volunteers were immunized intramuscularly (i.m.) with 100 |Xg of endo- 
toxin-free KLH (Pacific Biomarine, Venice, CA) without adjuvant. The antigen- 
feeding protocol, which consisted of a daily ingestion of 100 mg of either KLH 
(Calbiochem, La Jolla, CA) or chicken ovalbumin (OVA; Sigma, St. Louis, MO) in 
gelatin capsules on an empty stomach, commenced on day 7 and ended on day 49. 
On day 56, all subjects were systemically boosted with 100 |Xg of endotoxin-free 
KLH. Delayed-type hypersensitivity (DTH) skin test reactions were measured after 
intradermal (i.d.) injection of 10 |Xg of KLH on days 49 and 63. Peripheral blood and 
saliva samples were collected at the beginning of the study, and on days 7, 28, 49, 
and 63 thereafter. Peripheral blood was collected by venipuncture with heparin for 
isolation of cells, or without anticoagulants to obtain serum. Unstimulated parotid 
saliva was collected with the use of plastic Schaefer cups placed over the opening of 
the duct of the parotid gland. 6 After collection, samples were centrifuged and the 
supernatants aliquoted and frozen at-70°C until assay. 

Measurement of Antigen-Specific T Cell Proliferation 

T cells were isolated from peripheral blood mononuclear cell fraction (PBMC, ob- 
tained by Ficoll-Hypaque gradient centrifugation) by rosetting with 2-aminoethyl- 
isothiouronium bromide-treated sheep red blood cells. 7 The nonrosetting cells were 
irradiated (3000 R) and used as antigen-presenting cells (APC). A mixture of 2x 10 5 T 
cells and 5xl0 4 APC suspended in RPMI 1640 supplemented with 5% human AB se- 
rum were plated in each well of a 96-well flat bottom plate (Costar, Cambridge, MA). 
After the addition of 100 |Xg/mL of antigen (KLH or OVA), the cells were cultured for 
five days at 37°C, and 5% C0 2 . On the fifth day, 0.1 (xCi 3 H-thymidine was added to 
each well and the incubation was continued for an additional six hours. Cells were then 
harvested and T cell proliferation was measured by 3 H-thymidine incorporation with 
a liquid scintillation counter (Beckman, Fullerton, CA). 

Measurement of Cytokine Secretion 

Isolated T cells were cultured in the presence of irradiated APC at 37°C in a 5% 
C0 2 for 24 h in complete medium (RPMI 1640 supplemented with 10% fetal calf 
serum (FCS), 1 .5 mM L-glutamine, 50 fxM 2-mercaptoethanol, 100 U/mL penicillin, 
and 100 fig/mL streptomycin) in the presence or absence of 10 |Xg/mL KLH or OVA. 
The supernatants were collected after 24 or 72 h and assayed for levels of IFN-y, IL-4, 
IL-10, and TGF-P by ELISA (R& D Systems, Minneapolis, MN). 

Measurement of Skin Delay ed-Type Hypersensitivity Responses 

The diameter of induration and erythema was measured 24 h after the volunteers 
were challenged intradermally with 10 \ig of KLH on days 7, 49, and 63. 
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Measurement ofB Cell Responses by ELISPOT Assay 

The number of KLH- and OVA-specific as well as total antibody-secreting cells 
(ASC) was determined by enzyme-linked immunospot assay (ELISPOT), as 
described by Czerkinsky 8 and previously used by our group for a similar study. 3 
Because of the high degree of variability among the volunteers in the number of ASC 
per 10 6 PBMC, we expressed the KLH- or OVA-specific ASC as percentage of total 
isotype. 

Measurement of Antibody Responses in Serum and Secretions 

Antibodies were measured by ELISA as previously described. 5 Quantitation of 
specific and total levels of antibodies was accomplished by ELISA. Ninety-six-well 
polystyrene plates (NalgeNunc International, Roskilde, Denmark) were coated with 
the same concentrations of antigens or antibodies as those used for ELISPOT assay. 
Serial dilutions of samples or standards (100 \xL /well) were added to plates blocked 
with 5% heat-inactivated FCS in PBS-Tween 20 and then incubated overnight at 
4°C. The standards consisted of a pool of human sera calibrated against WHO stan- 
dards (Moni-Trol, Dade International, Miami, FL) and, for saliva, of purified colos- 
tral S-IgA prepared in our laboratory. The same bio tin-labeled reagents as those used 
for the ELISPOT assay were added to the plates and incubated for three hours at 
37° C. After another hour, incubation with ExtrAvidin peroxidase-conjugate (Sig- 
ma), the peroxidase substrate, 0-phenylenediamine-H 2 0 2 (Sigma), was added, and 
the color reaction was stopped with 1 M sulfuric acid. The absorbance was measured 
in an EL312 Bio-Kinetics microplate reader (Bio-Tek Instruments Inc., Winoosld, 
VT) at 490 nm. The results were calculated by interpolation of optical densities on 
calibration curves constructed using the Delta Soft 3 computer program. Antigen- 
specific and total immunoglobulin levels were calculated by interpolating the optical 
densities on calibration curves, as previously described 9 using the DeltaSoft 3 
program (BioMettalics, Inc., Princeton, NJ). 

Statistical Analysis 

Data are expressed using descriptive statistics such as mean and standard devia- 
tion. A nonparametric two-tailed test (Wilcoxon or Mann- Whitney) was employed 
to determine the significance between the two groups, and a paired t test was used to 
test the significance in the same group at different times. 



RESULTS 

Antigen-Specific T Cell Proliferation 

The effect of prolonged KLH or OVA ingestion on the KLH-specific T cell 
responses of the intramuscularly KLH-primed individuals was tested by an in vitro 
proliferation assay. T cell proliferation of KLH- fed volunteers increased during the 
feeding and particularly 1 week after the systemic boost at day 56. Importantly, no 
significant differences were detected between the group of volunteers fed KLH or 
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those fed OVA (Fig. 1). The OVA-specific T cell proliferation was modest, and even 
in the OVA-fed group, there was very little increase over the baseline values. 

DTH Responses 

Skin testing was used to determine whether the DTH mediated by KLH-sensi- 
tized CD4 T lymphocytes could be abolished or diminished by KLH feeding. As 
shown in Table 1 , the prolonged ingestion of large amounts of KLH by KLH-primed 



TABLE 1. Skin test responses to KLH 



Volunteers Ingesting: 


Day 8" 


Day 50" 


Day 64" 


KLH 


2.0 (0-5) 


10 (0-40) 


17 (0-60) 


OVA 


1.3 (0-3) 


15 (10-30) 


14.5 (1-30) 



"None of the differences were statistically significant. Data represent mean and range (in 
parentheses) of induration diameter expressed in millimeters. 
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FIGURE 1. Antigen-induced proliferation of T cells isolated from peripheral blood of 
volunteers before and after systemic priming with KLH, after ingestion of either KLH (» = 8 
individuals) or OVA {n- 8 subjects), and following intramuscular challenge with KLH. Pro- 
liferative responses to KLH (A) and OVA (B) were measured by 3 H»thymidine incorporation 
and expressed as mean A cpm (stimulated-unstimulated) (± SD). 
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FIGURE 1 — continued. 



individuals did not affect their DTH reactions. These data complement the antigen- 
stimulated T cell proliferation data, and demonstrate that oral tolerance, manifested 
as reduced T cell responsiveness, was not induced on the background of a preexist- 
ing systemic response. 

Secretion of Cytokines by T Cells after in Vitro Stimulation with Antigen 

Cells isolated from the peripheral blood of volunteers after the systemic chal- 
lenge were cultured with KLH, OVA, or the mitogen ConA (as a control), and cytok- 
ines (see Methods) secreted in culture supernatants were measured. An increase in 
secreted IL-2 was detected after KLH stimulation of cells; however, the difference 
between the KLH- and OVA-fed volunteers was not statistically significant. Like- 
wise, IFN-y, TGF-p, and IL-4 secretion were not significantly different between the 
two groups. A small increase in secreted IL-10 was measured in KLH- stimulated 
cells isolated from KLH-fed volunteers, but it was not statistically significant (data 
not shown). 
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FIGURE 2. ELISPOT assay of IgA, IgG, or IgM isotypes from KLH-specific antibody- 
secreting cells (ASC) in peripheral blood of volunteers fed KLH or OVA, from samples tak- 
en one week after each intramuscular injection with KLH. The bars represent mean percent- 
age of total IgA, IgG, or IgM ASC secreting anti-KLH antibodies (± SD). 



Peripheral Blood ASC to KLH or OVA 

The percentages of cells secreting KLH- or OVA-specific antibodies as a percent- 
age of the total IgA, IgG, or IgM isotypes are presented in Figure 2. One week fol- 
lowing the priming injection with KLH of the 16 volunteers, 1% or more of total 
isotype of ASC was KLH specific: IgA in 12 volunteers (more than 5% in 7 volun- 
teers), IgM in 14 (more than 5% in 6), and IgG in 9. The response against OVA was 
low, not exceeding 0.14% of total IgA-, 0.23% of the IgG-, and 1.49% of IgM-se- 
creting cells. The OVA feeding did not increase the number of peripheral blood lym- 
phoblasts secreting anti-OVA antibodies, and the OVA-specific IgM-secreting cells 
were not detectable. One week after the booster challenge with KLH of volunteers 
fed with either KLH or OVA (day 63), the proportion of cells secreting KLH-specific 
antibodies was not statistically significantly different between the two groups, nor 
was the difference significant between the percentages measured after the booster 
compared with after the primary immunization (Fig. 2). After the systemic chal- 
lenge, the percentage of cells secreting IgA antibodies against KLH was decreased 
in OVA-fed volunteers, consistent with a stimulatory effect on B cell responses, 
although this difference did not reach statistical significance. 

Levels of KLH-Specific Antibodies in Sera and in Saliva 

The measurement of antigen-specific and of total immunoglobulin isotypes indi- 
cated that systemic priming with KLH resulted in the induction of antigen-specific 
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FIGURE 3. KLH-specific IgA (A) and IgG (B) antibodies in sera collected from 
volunteers enrolled into this study. At each time point, the values represent the mean (± SD) 
of the EL1SA data generated from the eight volunteers in the experimental (fed KLH) or 
control (fed OVA) groups. 



antibodies in sera of all 16 participants in this study. After feeding, KLH-specific 
IgA increased in sera of three out of the eight volunteers fed KLH, and decreased in 
the other five, as well as in all volunteers who ingested OVA capsules. The subcuta- 
neous challenge. with KLH increased the anti-KLH IgA titers in all individuals who 
ingested OVA and in four of the KLH-fed volunteers (Flo. 3a). IgG anti-KLH in- 
creased in all 16 volunteers (Fig. 3b). Little or no increase in IgM titers was observed 
in either KLH- or OVA-fed groups (data not shown). None of the changes were sta- 
tistically significant. Neither feeding nor systemic injection with KLH induced 
statistically significant changes in salivary KLH-specific IgA. 
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DISCUSSION 

These results demonstrate that extended oral administration of KLH to individu- 
als with preexisting immunity to it failed to induce a state of tolerance, as manifested 
by diminished T cell proliferative responses or delayed hypersensitivity skin test 
responses. Both of the latter have previously been demonstrated in naive human vol- 
unteers fed KLH at similar doses. These results confirm and extend studies previous- 
ly performed in animals and in humans. Chase, 1 using oral feeding, was unable to 
suppress cellular responses in animals previously sensitized to the antigen that was 
subsequently fed. Czerkinsky et a/. 10 were unable to improve the clinical status or 
to arrest the development of collagen type 2 arthritis or autoimmune allergic 
encephalomyelitis by mucosal administration, either oral or nasal, to animals sensi- 
tized systemically two weeks before the mucosal antigen exposure. In humans, oral 
administration of extracts of poison ivy or poison oak failed to suppress cutaneous 
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delayed-type hypersensitivity reactions ia previously sensitized individuals and, for 
lack of efficacy, were abandoned. 11 ' 12 As mentioned above, antigen feeding in ex- 
perimental models of autoimmune disease is much more effective when antigen is 
given prior to systemic immunization rather than after. These results are consistent 
with the negative results of the multiple clinical trials, reported elsewhere in this vol- 
ume, in which autoantigen feeding of patients with various diseases has failed to pro- 
vide any clinical efficacy. These present data plus those of the negative clinical trials 
indicate that simple antigen feeding by itself is unlikely to be an effective therapeutic 
modality in patients. 

From experiments in animals it is clear that oral tolerance is a complex phenom- 
enon and that multiple factors influence its development, including the dose of anti- 
gen, frequency of feeding, the route of administration, the immunogenicity of the 
antigen, the age of the animals, and the genetic background of the individual. 2 These 
multiple variables make comparison of results difficult, even in rodents. There ap- 
pears to be an early and a late phase of oral tolerance, and each probably has different 
mechanisms. Clearly, oral tolerance is not one entity, and multiple mechanisms exist, 
including deletion, anergy, and the induction of regulatory cells, all of which are 
probably operating simultaneously to varying degrees. 

In contrast to the rich data in experimental animals, particularly in mice, there is 
a dearth of basic immunology studies on oral tolerance in humans. Most experiments 
performed in mice are earned out in inbred strains that are genetically uniform. 
These mice represent, in essence, monoclonal reagents, and results in a given strain 
would be equivalent to the reactivity that would be expected from a single person. 
Humans have very diverse responses to immunization and antigen feeding, 5 and 
overall their oral tolerance response appears to be less than that seen in inbred strains 
of mice. That may be more a reflection of the genetic diversity of humans relative to 
the inbred strains than anything else. It is clear that oral tolerance is an active form 
of immune response and not simply the absence of a response. Thus, the effective 
use of oral tolerance to treat human disease will require adjuvants and delivery sys- 
tems, just as is required for oral immunization. Adjuvants and delivery systems that 
enhance oral tolerance have already been described in experimental systems, 10,13 ' 14 

If mucosal tolerance as a therapeutic modality is to advance, where does it go 
from here? Clearly, the development of adjuvants and delivery systems to enhance 
tolerance are needed and should be a high priority. In humans, the induction of an- 
ergy to a single antigen is unlikely to be beneficial, and thus studies should target the 
induction of regulatory cells that are able to mediate bystander suppression. The lat- 
ter has been demonstrated clearly in multiple experimental models, 15 ' 19 although 
not yet demonstrated in humans. Systems are available to test for bystander suppres- 
sion in humans 5 and could be applied after antigen feeding. Clearly, more studies on 
the mechanisms involved in humans, and, for that matter, in mice, are needed, par- 
ticularly studies dissecting early versus late events. Dose is a critical variable in ro- 
dent models but has been chosen fairly arbitrarily in human trials. Dose-ranging 
studies on volunteers or individuals with a given disease are crucial and should be 
done prior to large clinical trials or antigen feeding. The notion of exploiting mucos- 
al tolerance as a therapeutic approach to human disease remains attractive, and the 
initial trials attempting simple antigen feeding were worthwhile. However, the neg- 
ative results are clearly telling us that the situation in humans with various diseases 
and preexisting immunity is quite complex, and new approaches are needed. 
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INDUCTION OF IMMUNE TOLERANCE TO HUMAN TYPE I COLLAGEN 
IN PATIENTS WITH SYSTEMIC SCLEROSIS BY 
ORAL ADMINISTRATION OF BOVINE TYPE I COLLAGEN 



KEVIN M. McKOWN, LAURA D. CARBONE, JUAN BUSTILLO, JEROME M. SEYER, 
ANDREW H. KANG, and ARNOLD E. POSTLETHWAITE 



Objective. To determine whether oral tolerance to 
type I collagen (CI) could be induced in patients with 
systemic sclerosis (SSc). 

Methods. Twenty adult patients with limited or 
diffuse SSc were enrolled in a study to receive 0.1 mg of 
solubilized native bovine CI daily for 1 month, followed 
by 0.5 mg daily for 11 months. Peripheral blood mono- 
nuclear cells (PBMC) were obtained from the patients 
and cultured with human al(I) and a2(I) chains, before 
and after CI treatment. Culture supernatants were 
analyzed for levels of interferon-? (IFNy) and 
interleukin-10 (IL-10). Sera obtained before and after 
treatment were analyzed for levels of soluble IL-2 recep- 
tor (sIL-2R). Although this study was not intended to 
assess the clinical efficacy of oral CI administration in 
SSc, selected measures of disease severity and organ 
involvement were evaluated. 

Results. Oral administration of CI to SSc patients 
induced significant reductions in levels of IFNy and 
IL-10 in al(I)« and a2(I)-stimulated PBMC culture 
supernatants, indicating that T cell immunity to CI was 
decreased by this treatment. Serum levels of sIL-2R also 
decreased significantly after oral CI treatment, suggest- 
ing a reduction in T cell activation. Significant improve- 
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ments occurred in the modified Rodnan skin thickness 
score and the modified Health Assessment Question- 
naire after 12 months of oral CI in this open trial. The 
lung carbon monoxide diffusing capacity improved sta- 
tistically and showed a trend toward clinically signifi- 
cant improvement. 

Conclusion. Oral administration of bovine CI to 
patients with diffuse or limited SSc induces a reduction in 
T cell reactivity to human CI, appears to be well tolerated, 
and does not worsen the disease. Further evaluation of 
oral tolerance to CI in patients with SSc is justified to 
determine whether it has therapeutic efficacy. 

Type I collagen (CI) is the most abundant of all 
collagens in humans (1). It is present in blood vessels, 
skin, lungs, heart, kidneys, and intestines, all of which 
are affected in systemic sclerosis (SSc) (1). CI is a 
heterotrimer molecule composed of two identical al(I) 
chains and one a2(I) chain (1). Each a chain contains 
1,014 amino acid residues (1). Human and bovine CI 
have —92% homology at the amino acid level (2,3). 
Evidence for cellular immunity to CI in SSc patients was 
first demonstrated by our group in 1976 (4) and has been 
confirmed by other investigators (5,6). We found that 
peripheral blood mononuclear cells (PBMC) from 92% 
of SSc patients produce chemotactic cytokines when 
cultured with CI, whereas only 8% of PBMC from 
healthy subjects do so (4). Hawrylko et al (5) also 
showed that peripheral blood CD4+ T cells from pa- 
tients with SSc produce interleukin-2 (IL-2) in a dose- 
dependent manner in response to stimulation with hu- 
man CI, while those from healthy subjects do not. 

A major portion (approximately one- third) of the 
body's immune cells reside in the gut- associated lym- 
phoid tissue (GALT) (7), The GALT is particularly 
effective in mounting a tolerogenic response to ingested 
soluble proteins (7,8), This process, called oral toler- 
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ance, has been repeatedly demonstrated in laboratory 
animals. For example, when mouse strains susceptible to 
experimental allergic encephalomyelitis (EAE) after sys- 
temic immunization with myelin basic protein (MBP) 
are fed MBP prior to immunization, they develop less 
EAE or no EAE compared with placebo-fed MBP- 
immunized controls (9). 

The mechanisms that mediate oral tolerance 
include active cellular suppression (regulatory T cells), 
clonal anergy, and clonal deletion (10-12). The particu- 
lar dose of antigen and the frequency of feeding deter- 
mine which mechanism(s) predominates (10,12). Multi- 
ple oral feedings of low-dose soluble antigen favor 
development of regulatory CD4+ T cells that secrete 
Th2 cytokines, such as IL-4 and IL-10, and transforming 
growth factor (31 (TGFj3l)-secreting T cells (Th3 cells) 
(10,12). These regulatory T cells migrate to peripheral 
sites throughout the body, and when they encounter the 
antigen to which they are tolerized, they collectively 
secrete IL-4, IL-10, and TGF/31, which can down- 
regulate Thl CD4 cells reacting to a variety of antigens, 
a process called "bystander suppression" (10,13,14). 

Since many of the antigens that are involved in 
human autoimmune diseases are unknown, it is theoret- 
ically possible that, by feeding low doses of antigen from 
the organs or tissues that are the target of autoimmune 
attack, T cell responses to other autoantigens perpetu- 
ating the disease can be down-regulated, CI qualifies as 
a candidate oral tolerance antigen in SSc, in that it is 
present in all of the target organs. Since most SSc 
patients exhibit sensitization to CI (1,4-6), as mani- 
fested by cytokine production by PBMC during culture 
with CI or constituent al and a2 chains, successful 
tolerization to CI after it has been orally administered to 
SSc patients can be assessed by determining whether 
there are decreases in cytokine production by PBMC 
cultured with CI a chains. The present phase I study was 
undertaken to determine whether daily administration 
of oral bovine CI to patients with SSc would result in 
down-regulation of the immune response to human CI. 

PATIENTS AND METHODS 

Patient recruitment and characteristics. This study 
was approved by the Institutional Review Board at The 
University of Tennessee Health Science Center. Patients were 
recruited from University of Tennessee and community rheu- 
matology practices in Memphis. Inclusion criteria were as 
follows: age >18 years; diagnosis of limited or diffuse SSc by 
the criteria of the American College of Rheumatology (ACR; 
formerly, the American Rheumatism Association) (15); and 
patient's PBMC demonstrated reactivity to bovine CI, as 



defined by the production of IL-10 (>2 times baseline produc- 
tion) when cultured with native bovine CI. Patients taking 
D-penicillamine, captopril, or calcium channel blockers were 
required to be receiving stable doses of these agents for at least 
3 months prior to enrollment. The maximum allowable dosage 
for D-penicillamine was 750 mg/day. Patients taking cortico- 
steroids were required to be receiving a stable dose for at least 
1 month prior to enrollment; the maximum allowable dosage 
was 10 mg/day of prednisone equivalent. 

Patients were excluded from the study for the following 
reasons: inability to render an informed consent in accordance 
with institutional guidelines; receiving another investigational 
drug (excluding D-penicillamine) within 90 days of study 
initiation; a concurrent serious medical condition that, in the 
opinion of the investigators, made the patient inappropriate 
for the study; an SSc-Jike illness associated with environmental, 
ingested, or injected agents, such as L-tryptophan, tainted 
rapeseed oil, vinyl chloride, or bleomycin; morphea, linear 
scleroderma, or eosinophilic fasciitis; a positive pregnancy test; 
use in the previous 3 months of cyclophosphamide, cyclosporin 
A, methotrexate, or azathioprine; allergy to beef; or malab- 
sorption syndrome. 

Design and duration of the study. The study was an 
open-label trial to determine whether oral CI treatment would 
down-regulate PBMC cytokine production when cultured with 
al(I) and a2(I). Patients received 0.1 mg/day of solubilized 
bovine CI for 1 month, followed by 0.5 mg/day for 11 months. 
Collagen was solubilized in 0.1/W acetic acid and aliquoted into 
individual-dose vials. Patients kept the vials refrigerated. Each 
morning, the patient added 1 vial of the CI preparation to 4-6 
ounces of cold orange juice and drank it just before eating 
breakfast. Patient compliance was monitored by counting the 
numbers of empty and full vials returned at each visit. 

Concomitant medication. Patients were not allowed to 
increase dosages of D-penicillamine, captopril, calcium chan- 
nel blockers, or corticosteroids during the study. Patients were 
dropped from the study if increases in any of these medications 
were deemed medically necessary by their primary physicians. 

Clinical measurements. Significant clinical responses 
were not expected due to the small study size and the 
variability in disease classification, manifestations, and dura- 
tion. However, the following measures of disease severity and 
organ involvement were evaluated: modified Rodnan skin 
thickness scores (MRSS) (16) at 0, 1, 2, 3, 6, 9, and 12 months; 
pulmonary function tests (PFTs; spirometry) with measure- 
ment of the diffusing capacity for carbon monoxide (DLco; 
performed by the same personnel using the same equipment) 
at 0, 3, 6, 9, and 12 months; serum creatinine levels at 0, 1, 3, 
6, 9, and 12 months; and the modified Health Assessment 
Questionnaire (M-HAQ) (17,18) at 0, 3, 6, 9 and 12 months. 

Microculture of SSc PBMC with al(I) and «2(I). 
Briefly, before and after 3, 6, and 12 months of oral bovine CI 
treatment, PBMC were isolated by Ficoll-Hypaque density- 
gradient centrifugation and set up in culture in 48-well tissue 
culture plates (2 X 10 5 cells in 0.5 ml of RPMI 1640 containing 
100 units/ml of penicillin, 100 /xg/ml of streptomycin, 2 mM 
L-glutamine, 20 mM HEPES, and 5% fetal calf serum). Cul- 
tures were set up with 50 /Ltg/ml each of purified bovine eel (I) 
and <*2(I) chains, and phytohemagglutinin (PHA; 10 pig/ml) 
and phosphate buffered saline (PBS) as controls in duplicate 
wells. After 5 days of culture, supernatants from duplicate 
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wells were pooled, harvested by centrifugation, and frozen at 
-70°C until assayed for cytokine levels (within 30 days). 

Measurement of cytokines in serum and PBMC super- 
natants. After screening for several cytokines in supernatants 
from SSc PBMC cultured with al(I) and o2(I), we found that 
most SSc patients produced increased amounts of interferon-y 
(IFN7) and IL-10 protein, as measured by enzyme-linked 
immunosorbent assay (ELISA). These cytokines were subse- 
quently measured in all culture supernatants, 

IFN7 and IL-10 levels were measured by commercial 
ELISA (R&D Systems, Minneapolis, MN) in supernatants 
harvested from microcultures of SSc PBMC stimulated by 
PHA, al(I), and a2(I), and PBMC plus PBS as a control for 
background cytokine production. A positive response to al(I) 
or a2(I) was arbitrarily defined as IL-10 or IFNy levels in 
cd(I)- or a2(I) -stimulated PBMC culture supernatants that 
were >2 times the respective cytokine level in the PBMC plus 
PBS control supernatant. Soluble IL-2 receptor (sIL-2R) levels 
were measured by ELISA (R&D Systems) in sera obtained 
before and after 12 months of oral CI treatment. All samples 
were tested in duplicate. 

Measurement of T cell subsets by flow cytometry. 
Isolated PBMC obtained from samples taken at 0 and 6 
months . of oral CI treatment were reacted with a panel of 
monoclonal antibodies that recognize T cell-specific markers 
CD 4 + , CD8 + , CD3+DR+ , CD 4 + CD45 + RA+- 
CD4+ CD45+R0+, CD8+CD45+RA+, CD8+CD45+RO+, 
and CD4+CD26+ and analyzed by fluorescence-activated cell 
sorter at the University of Tennessee Molecular Resource 
Center. 

Preparation and handling of bovine CL Bovine CI was 
prepared as previously described (19). Bovine fetuses from 
pregnant cows were obtained from a local slaughterhouse 
within 1 hour of death. The skins of 4 fetal calves were 
removed and maintained at 4°C throughout the preparation. 
The tissue was sliced into strips and processed through a 
household meat grinder, then homogenized in a Waring 
blender with ice chips. The homogenate was centrifuged 
(10,000g) for 30 minutes and reextracted twice with 1M NaCi 
(pH 7.6, with 0.05M Tris HC1) and twice with 0.1M acetic acid 
to remove some type III soluble collagen and much of the 
noncollagenous components. The final pellet (—500 gm) was 
suspended in 16 liters of 0.1M acetic acid, and the pH was 
adjusted to 2.8 with formic acid. 

Typo I collagen was solubilized by overnight (16 hours) 
digestion with 20 gm of pepsin (3X crystallized; Sigma, St. 
Louis, MO) at 4°C. The digest was centrifuged (10,000g for 30 
minutes), and the insoluble pellet was discarded. Type I 
collagen in the supernatant was precipitated by addition of 5M 
NaCl solution to a final concentration of 0.8M. This was 
centrifuged as before, and the pellet was redissolved in 0.1M 
acetic acid. The pH was adjusted to 7,4 with 0.05M Tris and 
10M NaOH to inactivate pepsin. Solid NaCl was added to a 
concentration of 1M, and the solution was centrifuged. The 
supernatant was collected, and the NaCl content was increased 
to MM with 5M NaCl. This was centrifuged to remove 
contaminating CHI. The MM NaCl supernatant was further ' 
adjusted to 25M NaCl, which precipitated the CL 

The CI pellet was collected by centrifugation and ; 
redissolved in 0.5M NaCl, 0.05M Tris, diluted to 0.2M NaCl 
with water, and 50 gm of DE-52 was added to create a slurry. 



This was stirred overnight and centrifuged to remove any 
DEAE that had bound any remaining pepsin and contaminat- 
ing glycosaminoglycans. The supernatant was dialyzed against 
0.02MNaH 2 PO 4 to precipitate CI. The pellet was redissolved 
in 0.01M acetic acid, dialyzed exhaustively against the same, 
and stored at -80°C until used. 

The homogeneity of the CI was confirmed by sodium 
dodecyl sulfate-polyacrylamide gel electrophoresis, which 
showed an cd(I)/a2(I) ratio of 2:1 with no contaminating type V 
or type III collagen. The al(I) and o:2(I) collagen chains were 
separated by carboxymethyl cellulose chromatography, and con- 
stituent a chains were digested with cyanogen bromide (19). 

Frozen CI stock containers were allowed to thaw over 
2-3 days at 4°C prior to dispensing into vials. Thawed collagen 
was centrifuged at 4°C at 12,000g to remove particulates. The 
collagen was diluted to a concentration of 50 jmg/ml or 250 
jxg/ml with cold (4°C) 0.1M acetic acid. The diluted CI was 
filtered at 4°C through a glass fiber Aero disc (Gelman Sci- 
ences, Ann Arbor, MI) and then a 0.45 ju, filter (Nalgene filter; 
Nalge, Rochester, NY) and aliquoted (2 ml) into sterile 2-ml 
screw-top polypropylene vials (Nalgene vials; Nalge). Vials 
were placed in plastic bags (35 vials/bag) and stored frozen at 
-20°C until given to the patients. 

Statistical analysis. Cytokines produced by PBMC in 
response to culture with bovine CI, serum levels of sIL-2R, 
results of PFTs, and clinical variables were analyzed by Stu- 
dent's paired f-test to determine whether significant changes 
occurred after 3, 6, 9, or 12 months of oral CI treatment, 
compared with pretreatment values. Correlations of the 
M-HAQ or the MRSS versus IL-10 or IFN7 were analyzed by 
Spearman's correlation test. 

RESULTS 

Patient characteristics at study entry. Twenty-five 
patients with SSc were screened. Tvyenty-four exhibited 
production of IL-10 or IFN-y that was >2-fold higher than 
the levels in parallel cultures of the patients' PBMC plus 
PBS but without al(T) or «2(I). Four patients had compli- 
cations of SSc or other medical diseases that disqualified 
them from the study. One patient was enrolled but with- 
drew from the study very early. The characteristics of the 
remaining 19 patients are shown in Table 1. 

The patients were predominantly female, and the 
majority had late, diffuse disease. All patients satisfied 
the ACR preliminary criteria for the classification of 
SSc, Thirteen were white and 6 were African American. 
Only 3 patients had a disease duration of <2 years. Only 
3 patients were currently taking D -penicillamine. The 5 
patients taking nonsteroidal antiinflammatory drugs 
(NSAIDs) discontinued these during the last 6 months 
of CI treatment. Three patients took 5 or 10 mg/day of 
prednisone throughout the study period. 

Side effects, withdrawals, and compliance. Seven- 
teen patients were treated for 12 months. Two patients 
dropped out because of difficulty with transportation: one 
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Table 1, Characteristics of the patients taking oral type I collagen for 
1-12 months* 



Sex 




X \slllCLL\s 


15 


Male 


4 


Race 




White 


13 


African American 


6 


SSc type 




Diffuse SSc 


14 


Limited SSc 


5 


Age, mean ± SD years 


50.7 ± 2.6 


Disease duration 




Mean ± SD years 


9.1 ± 2.0 


<2 years' duration 


3 


Medication use 




Penicillamine 


3 


NSAIDs 


5 


Prednisone 


3 



* Except as noted otherwise, values are the number of patients. SSc - 
systemic sclerosis; NSAIDs - nonsteroidal antiinflammatory drugs. 



very early (<1 month), the other after 6 months. One 
patient developed a foot drop of uncertain etiology and 
was removed from the study after 6 months of therapy. No 
other possible side effects were noted. There was 100% 
compliance by each patient until the time each dropped out 
of the study or the study was completed. 




Induction of T cell tolerance to CI by adminis- 
tration of oral CI. The daily administration of bovine 
CI for 12 months was accompanied by significant 
reductions in IFNy production by PBMC cultured 
with purified cd(I) and a2(I) chains of human CI as 
measured after 6 and 12 months of treatment (Figure 
1A). IFNy is a Thl cytokine, and its reduced produc- 
tion by al(I)- and a2(I)-stimulated PBMC suggests 
that oral tolerance to CI was effected. Quite surpris- 
ingly, IL-10 levels in the same PBMC culture super- 
natants were also significantly reduced after 3, 6, and 
12 months of oral CI treatment (Figure IB). The 
production of IFNy and IL-10 by PBMC stimulated 
with PHA was not statistically different before or at 3, 
6, or 12 months after oral CI treatment (results not 
shown). 

After 12 months of oral CI treatment, there was 
a significant reduction (as detennined by Student's paired 
/-test) in the serum levels of sIL-2R (Figure 2). 

T cell subsets measured by the following markers 
did not change after treatment with oral CI treatment: 
CD8+, CD4+, CD3+DR+, CD4+CD45+RA+, 
CD4H-CD45+R0+, CD4+CD26+, CD8+CD45+RA+, 
and CD8+GD45+RO+ (results not shown), 




MONTHS OF ORAL CI TREATMENT 
B 



Figure 1. Production of A, interferon-y (IFNy) and B, interleukin-10 (IL-10) by peripheral blood mononuclear cells (PBMC) from patients with 
systemic sclerosis. PBMC were cultured with cri(I) and <*2(I) chains before and after 3, 6, and 12 months of oral treatment with bovine type I 
collagen (CI; 500 jug/day). Harvested culture supernatants were analyzed for levels of IFNy and IL-10 by commercial enzyme-linked immunosorbent 
assay, as described in Patients and Methods. Values are the mean and SEM. P values determined by Student's paired /-test; NS = not significant. 
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MONTH 

Figure 2. Serum levels of soluble interleukin-2 receptor (IL-2R) in 
patients with systemic sclerosis. Sera were obtained before and after 12 
months of oral treatment with bovine type I collagen and analyzed by 
commercial enzyme-linked immunosorbent assay for soluble IL-2R 
levels. Values are the mean and SEM of the 17 patients completing 12 
months of treatment. P value determined by Student's paired f-test. 



Improvement in clinical variables. The M-HAQ 
difficulty in performing activities of daily living (ADL) 
scale and the MRSS were significantly improved after 6 
and 12 months in this open-label study (Figures 3A and 
B). After 12 months of CI treatment, the M-HAQ ADL 
difficulty scale had improved 27%, from a baseline value 
of 0.66 ± 0.14 (mean ± SEM) to a value of 0.48 ± 0.14 
(P < 0.05). The MRSS declined steadily, and after 12 
months of CI treatment, had decreased by 23%, from a 
baseline value of 26.35 ± 2.35 to a value of 20.29 ± 2.53 
(P < 0.005) (Figure 3B). In the patients with diffuse SSc, 
the MRSS decreased by 26.6% after 12 months of CI 
treatment, from a baseline value of 28.6 ± 2.5 to a value 
of 21.0 ± 2.7 (P < 0.005) (results not shown). There 
were no significant correlations between MRSS score or 
M-HAQ score and decreases in IL-10 or IFNy produc- 
tion by PBMC cultured with CI a chains after 12 months 
of CI treatment (results not shown). 

Because of patient noncompliance and schedul- 
ing problems, only 11 of the 17 patients who finished the 
study had DLco measurements and PFTs performed at 
0 and 12 months. For these 11 patients, the mean DLco, 
corrected for alveolar volume and hemoglobin, in- 
creased by 9.58% from 3,34 to 3.66 ml/minute/mm Hg (P 
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Figure 3. A, The modified Rodnan skin thickness score (MRSS) and B, the modified Health Assessment Questionnaire (M-HAQ) scores in 
patients with systemic sclerosis. The MRSS and the M-HAQ were measured before and after 12 months of oral treatment with bovine type I 
collagen (CI). Values are the mean and SEM. P values determined by Student's paired /-test; NS = not significant. ADL = activities of daily living. 
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DLCO AT MONTH 0 

Figure 4. Diffusing capacity for carbon monoxide (DLCO) in 11 
patients with systemic sclerosis, before and after 12 months of oral 
treatment with bovine type I collagen. The dotted line is a reference 
line with a slope of 1. P value determined by Student's paired Mest. 



< 0.016) after 12 months of CI therapy (Figure 4). There 
was no significant change in forced vital capacity or in 
serum creatinine values. 

DISCUSSION 

In patients with limited and diffuse SSc, the 
administration of oral bovine CI for 1 month at a dosage 
of 100 jwg/day and for 11 months at 500 /xg/day resulted 
in significant reductions in IFNy and IL-10 production 
by CI a-chain-stimulated PBMC. Levels of serum 
sIL-2R were also significantly reduced after induction of 
oral tolerance to CL This reduction in sIL-2R, although 
small, suggests that overall T cell stimulation was re- 
duced. To our knowledge, levels of sIL-2R in sera have 
not been reported in other studies of human oral 
tolerance or in animal models of oral tolerance. There- 
fore, the significance of this modest reduction in serum 
sIL-2R levels in the context of oral tolerance is not 
known at present. Taken together, these data indicate 
that oral tolerance to CI was effected by this treatment 
regimen. 

The mechanism(s) by which this oral CI regimen 
induced these immune changes is not readily apparent. 
It is likely that IFNy production by CI a-chain- 
stimulated PBMC is largely from CD4+ Thl cells, but 
natural killer cells are also a potential source of this 



cytokine. The reduced production of IFNy by PBMC 
CD4+ T cells could be due to 1 or a combination of the 
3 mechanisms of oral tolerance induction (i.e., suppres- 
sive regulatory T cells, clonal anergy, or clonal deletion) 
(10-12). 

The reduced IL-10 production by SSc CI 
a-chain-stimulated PBMC after oral CI treatment was 
unexpected, given that IL-10 has been reported to be 
up-regulated in peripheral lymphoid tissue or in target 
organs in autoimmune immune models after oral toler- 
ance induction by low-dose antigen (20). However, in 
some circumstances, IL-10 can be produced by Thl cells, 
and in humans, there is less rigidity to the Thl/Th2 
paradigm originally described using clonal mouse T cells 
(20-22). In addition, IL-10 is produced by cells other 
than CD4+ T cells (23,24). Monocyte/macrophages are 
a major source of this cytokine (23,25). The reduced 
IL-10 production by CI a-chain-stimulated SSc PBMC 
after oral CI treatment may reflect overall decreased T 
cell responsiveness to the a chains, and therefore de- 
creased stimulation to monocytes by IFNy or other 
cytokines from T cells that up-regulate IL-10 production 
by monocytes. Finally, published studies of oral toler- 
ance in animal models have not measured antigen- 
stimulated PBMC production of IL-10, or other cyto- 
kines elaborated by PBMC, before and after oral 
tolerance induction. The published studies of animal 
models of oral tolerance all measure cytokine expression 
in lymphoid tissue or target organs rather than peri- 
pheral blood. 

NSAIDs are known to inhibit oral tolerance in 
animal models and may be a confounding factor in 
human oral tolerance (26-28). For this reason, we 
advised the 5 patients who had been taking NSAIDs for 
the first 6 months of the trial to discontinue them for the 
last 6 months of the trial, which they did. 

Although there were significant improvements in 
the MRSS and M-HAQ scores, these findings should be 
viewed with caution, since this was an open-label study 
and these changes may reflect variations or spontaneous 
changes in the disease or a placebo effect. The DLco 
values, while showing statistically significant improve- 
ment, are still just below the clinically significant cutoff 
of >10%. Clearly, a larger population of more homoge- 
neous patients with diffuse SSc needs to be evaluated in 
a randomized, double-blind, placebo-controlled study 
before it can be categorically concluded that oral CI 
tolerance induction ameliorates the SSc disease process. 

One could speculate that the mechanism by 
which oral CI might possibly ameliorate SSc could 
involve anergy and/or suppression depending on the 
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dose of CI given. Although the 500 /xg/day dosage of CI 
induced oral tolerance, clearly other dosages need to be 
studied. The feeding of CI to SSc patients could anergize 
autoreactive cells and/or generate major histocompati- 
bility complex class I- or class II-restricted regulatory T 
cells that sequester in involved tissues, where they 
release small amounts of immunosuppressive cytokines 
(IL-4, IL-10, TGF/31) that down-regulate autoaggressive 
cells by the mechanism of antigen-driven bystander 
suppression. By antigen-driven bystander suppression, 
these Cl-specific T cells could down-regulate T cell 
interactions with other antigens (29), as has been dem- 
onstrated in autoimmune animal models in which oral 
tolerance has been induced by oral administration of 
antigens from organs that are the target of attack. 

These animal models provide a theoretical basis 
for predicting that in SSc patients, CI, although it may 
not be an initiating antigen of SSc or even be involved in 
its pathogenesis, when given as an oral tolerogen, may 
well suppress T cell-mediated fibrogenesis by suppress- 
ing activated T cells. If activated CD4+ T cells present 
in the tissues of SSc patients could be down-regulated, 
then with time, the fibrogenic phenotype of SSc fibro- 
blasts might revert to normal. It is known that after serial 
passage of SSc fibroblasts in vitro for several genera- 
tions, they regain a more normal phenotype with regard 
to matrix synthesis (30). Also, patients with longstanding 
SSc tend to have less skin thickening and collagen deposi- 
tion than they had in earlier stages of their disease. 

While IL-4 and TGF/3 at high concentrations 
(-50 ng/ml and 5 ng/ml, respectively) can up-regulate 
collagen synthesis by cultured fibroblasts in vitro, lower 
concentrations (e.g., TGF/31 at 1,000 times less) are 
capable of modulating immune cells (30-34). The fact 
that oral CI treatment did not increase skin or lung 
fibrosis suggests that if GALT-derived regulatory T cells 
producing these cytokines were generated by oral CI 
treatment, the levels of these cytokines are likely to be 
lower than is required to trigger collagen synthesis by 
fibroblasts. 

Oral CI administration appears to be safe in SSc 
patients. Its efficacy needs to be assessed by a larger 
placebo-controlled, double-blind trial. 
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Errata 



In the article by Garcfa-Porrua et al published in the March 2000 issue of Arthritis & Rheumatism (pp 
584-592), there was an error in the second full sentence in the left column on page 589. The sentence should 
have read, "Six of 39 patients diagnosed as having idiopathic EN (15.4%) had 1 or more predictive factors 
for secondary EN, and 64 of 67 patients diagnosed as having secondary EN (95.5%) had 1 or more predictive' 
factors for secondary EN" [emphasis added]. This is also how the first sentence of the first footnote in Table 
4 shouid have read. 

In the article by van der Heijden et al in the March 2000 issue (pp 593-598), the reference cited at the end 
of the first sentence in the second paragraph of Patients and Methods (page 594) should have been reference 
11, rather than reference 4. The reference cited at the end of line 12 in the second paragraph of the 
Discussion (page 597) should also have been reference 11, rather than reference 8, 



We regret the errors. 
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LACK OF EFFICACY OF ORAL BOVINE TYPE II COLLAGEN 
ADDED TO EXISTING THERAPY IN RHEUMATOID ARTHRITIS 



KEVIN M, McKOWN, LAURA D. CARBONE, STANLEY B. KAPLAN, JACOB A. AELION, 
KRISTTNE M. LOHR, MICHAEL A. CREMER, JUAN BUSTILLO, MIGUEL GONZALEZ, GURJIT KAELEY, 
ELAINE L. STEERE, GRANT W. SOMES, LINDA K MYERS, JEROME M. SEYER, 
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Objective. To investigate the efficacy of oral type 
II collagen (CII) in the treatment of rheumatoid arthri- 
tis (RA), when added to existing therapy. 

Methods. Patients with active RA (n - 190) were 
randomized into a 6-month, douhle-hlind, placebo- 
controlled trial. Patients continued to take their current 
arthritis medications. Patients received either placebo 
or bovine CII, 0.1 mg/day for 1 month, then 0.5 nig/day 
for 5 months. 

Results. There were no significant differences be- 
tween the baseline characteristics of either group. The 
primary response parameter was the American College of 
Rheumatology (ACR) preliminary definition of improve- 
ment in RA (ACR 20). There was no statistically signifi- 
cant difference in the ACR 20 after 6 months (20.0% of 
placebo patients; 16.84% of bovine CII patients). There 
were significant differences in several clinical variables 
after treatment, all favoring the placebo group. 

Conclusion. Oral solubilizcd bovine CII, added to 
existing therapy, did not improve disease activity in 
patients with RA 

In humans the intestines contain the largest 
collection of lymphoid tissue (-30,000 scattered solitary 
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lymphoid follicles), collectively called gut-associated 
lymphoid tissue (GALT) (I). The GALT is particularly 
adapted to preventing harmful immune responses to the 
myriad of dietary antigens ingested during a normal 
lifespan. This hyporesponsiveness to ingested antigens is 
produced by a phenomenon known as oral tolerance 
(OT), Oral tolerization, wherein antigen-specific toler- 
ance is induced to autoantigens, has been shown to be 
efficacious in a number of animal models of auto- 
immune disease, including type II collagen-induced 
arthritis (2), experimental autoimmune encephalitis (3), 
experimental autoimmune uveoretinitis (4), and type 1 
diabetes mellitus (5), 

Oral type II collagen (CII) has been used to treat 
rheumatoid arthritis (RA) and juvenile rheumatoid ar- 
thritis, with some benefit to patients with these diseases 
(6-9). In published trials of oral CII treatment of RA, 
patients have been allowed to continue taking low-dose 
prednisone and nonsteroidal antiinflammatory drugs 
('NSAIDs), but not disease-modifying antirheumatic 
drugs (DMARDs) (6-9), Since RA often worsens when 
DMARDs are withdrawn, we wanted to determine 
whether oral CII therapy could be used as a supplemen- 
tal treatment. Therefore, we conducted a double-blind, 
placebo-controlled, phase II trial of daily oral bovine CII 
(0.1 mg/day for 1 month, then. 0.5 mg/day for 5 months) 
in. 190 patients with active RA. Patients continued to 
take their NSAIDs, prednisone (<10 mg/day), and/or 
DMARDs during the study. 

PATIENTS AND METHODS 

Patient recruitment and characteristics. Patients were 
recruited from rheumatology practices at the University of 
Tennessee, in the community of Memphis, TN, and from 
newspaper advertisements. Inclusion criteria were as follows: 
1) age ^18 years; 2) American College of Rheumatology 
(ACR; formerly, the American Rheumatism Association) 1987 
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revised criteria for RA; 3) onset of disease at age s>16; 4) 
functional class II or III; 5) active disease, as defined by the 
presence of ^6 swollen joints and at least 2 of the following: 
erythrocyte sedimentation rate (ESR) (Westergren method) 
^28 mm/hour, morning stiffness ^45 minutes, and >9 tender 
joints; 6) if taking concomitant medications, patients musthave 
been on a stable regimen for ^3 months for DMARDs and ^1 
month for NSAIDs and corticosteroids. Maximal allowable 
dosages for concomitant medications were methotrexate 20 
mg/week, hydroxychloroquine 400 mg/day, gold sodium thio- 
glucose or gold sodium thiomalate 50 mg every 2 weeks, 
sulfasalazine 3 gm/day, azathioprine 200 mg/day, aursmofin 9 
mg/day, D-penicillamine 750 mg/day, and prednisone 10 
mg/day. DMARDs could be used in combination. 

Patients were excluded from the study if they were 
unable to render informed consent in accordance with institu- 
tional guidelines, had received another investigational drug 
within 90 days of entry into this study, had used cyclo- 
phosphamide or cyclosporin A in the previous 90 days, had a 
concurrent serious medical condition which, in the opinion of 
the investigator, made the patient inappropriate for the study, 
had positive findings on a pregnancy test, or had an allergy to 
beef. 

Design and duration of the study. 'Hie study was a 
randomized, stratified (for DMARD use), controlled, double- 
blind, phase II trial. Patients received either a daily oral dose 
of placebo (O.lAf acetic acid) for 6 months or 0.1 mg of 
solubilized bovine CII daily for 1 month, then 0.5 mg daily for 
5 months. The collagen was solubilized in 0.1M acetic acid and 
aliquoted into individual doses. The aliquots were kept refrig- 
erated prior to use and then added to 4-6 ounces of cold 
orange juice just prior to ingestion. 

The study protocol was approved by the University of 
Tennessee, Memphis, Institutional Review Board. 

- Concomitant medication. Patients were required to 
remain on the same stable doses of concomitant DMARD(s), 
prednisone, and NSAID for the duration of the study. No 
other analgesics were to be taken within 12 hours of a study 
visit. 

Clinical and laboratory assessments. The following 
were evaluated or recorded by a blinded examiner at 0, 1, 2, 3, 
and 6 months: 1) number of swollen joints (of 28 evaluated); 2) 
number of tender joints (of 28 evaluated); 3) patient's assess- 
ment of pain by visual analog scale (VAS); 4) patient's global 
assessment of disease activity by VAS; 5) physician's global 
assessment of disease activity by VAS; and 6) patient's assess- 
ment of physical function by the modified Health Assessment 
Questionnaire. 

A complete blood ceil count, urinalysis, levels of serum 
electrolytes, glucose, blood urea nitrogen, creatinine, total 
bilirubin, aspartate aminotransferase, alanine aminotransfer- 
ase, and ESR were obtained at 0, 3, and 6 months. 

To monitor for possible side effects, patients under- 
went a complete physical examination at 0, 3, 6, and 12 months. 
Patients who dropped out of the study before completing 6 
months of treatment were evaluated fully just before exiting 
the study. 

Criteria for response. The primary response para- 
meter was the ACR preliminary definition of improvement in 
RA, which requires >r20% improvement in both the swollen 
joint count and the tender joint count and an additional 5:20% 



improvement in at least 3 of the following 5 parameters: 
patient's global assessment of disease activity, patient's assess- 
ment of pain, patient's assessment of disability, physician's 
global assessment of disease activity, and acute-phase reactant 
levels (the ESR) (10). 

Preparation and handling of bovine CII. Bovine hya- 
line cartilage was obtained from twenty 5-7-month-old fetal 
calves. Knee and hip cartilage was removed by surgical dissec- 
tion and diced into 5-10-nim cubes. The tissue was homoge- 
nized briefly in a Waring blender with ice, then in a tissue 
homogenizer (model TRIO; Tekmar. Cincinnati, OH). Batches 
of 200 gm were routinely used for each preparation. The 
procedure for the extraction and purification of CII was 
previously described (11). 

The purified CII precipitate was redissolved in O.lAf 
acetic acid, dialyzed against O.QOSAf acetic acid to remove 
NaCl, aliquoted, and frozen at -80°C until used. The purity of 
the CII was confirmed by sodium dodecyl sulfa te-- 
polyacrylamide gel electrophoresis, amino acid analysis, car- 
boxymethyl cellulose chromatography of denatured a chains, 
and by cyanogen bromide (CNBr) digestion of the CII, which 
yields a collagen type-specific CNBr-peptide map (11). 

Frozen CII stock containers were allowed to thaw over 
2-3 days at 4°C prior to dispensing into vials. Thawed collagen 
was centrifuged at 4°C at 12,000^ to remove particulates. The 
collagen was diluted to a concentration of 50 /xg/ml or 250 
/xg/ml with cold (4°C) O.lAf acetic acid. The diluted CII was 
filtered at 4°C through a glass fiber Acrodisc (Gelman Sci- 
ences, Ann Arbor, Ml) and then a 0.45^, filter (Nalgene filter; 
Naige, Rochester, NY) and aliquoted (2 ml) into sterile 
screw-top 2-mi polypropylene vials (Nalgene vials; Nalge). 
Vials (n = 35) were placed in plastic bags and stored frozen at 
-20°C until given to patients, 

Placebo (O.lAf acetic acid) vials were littered, ali- 
quoted, and stored in a similar manner. 'The bovine CII 
preparation and the placebo had identical appearance, viscos- 
ity, and taste. 

Statistical analysis. The study had a power of 76% at 
a 2- tailed level of significance of 0.05 to detect a 20% 
difference in response rates between collagen and placebo 
(which was expected to have a 30% response rate). Unpaired 
Mests were performed on the baseline scores to determine 
whether there were significant differences between the placebo 
and collagen groups for 2 samples: the total number of subjects 
who were enrolled initially, and the 51 subjects who dropped 
out of the study. Chi-square values were calculated for group 
status by race and sex for the entire sample, the 51 dropouts, 
and the remaining subjects, 

For the subjects who completed the study, change- 
scores were calculated for each of the independent variables by- 
subtracting the last treatment score from the baseline score. 
Analysis of covariance was performed on the change scores 
with baseline as the covariate to determine if there were any 
differences between the drug and placebo groups. In addition, 
repeated measures analyses of variance comparing baseline 
scores with the 4 subsequent treatment scores were performed 
on the 2 groups to determine if there were any significant 
differences. Finally, the placebo- and collagen-treated groups 
were further separated into subgroups, including whether the 
patient was taking or not taking NSAIDs, DMARDs, or 
prednisone. Repeated measures analyses of variance compar- 
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ing baseline scores with the 4 subsequent treatment scores 
were then performed on the subgroups for each variable to 
determine if there were any significant differences in the 
outcome variables. In addition, baseline scores were analyzed 
separately using a two-way analysis of variance of the collagen 
and placebo groups with the separated subgroups, 

RESULTS ' 

Patient characteristics at study entry. One hun- 
dred ninety patients were enrolled in the study (95 in 
each group), of whom 138 were women and 52 were 
men. Table 1 summarizes the patients* characteristics at 
study entry. The groups were similar demographicaily 
and in terms of disease characteristics. A significant: 
number of patients in both groups were African Amer- 
ican. Disease duration was prolonged in both groups, 
with means ±SD of 13.9 ± 8.9 years and 12.8 ± 11.0 
years for the placebo- and collagen-treated groups, 
respectively. Both groups exhibited severe disease, with 
—75% being positive for rheumatoid factor and 85% 
taking DMARDs. 

Side effects and withdrawals. There was a high, 
although not statistically significantly different, dropout 
rate in both groups: 26 from the placebo group (27.4%), 



Table 1. Baseline characteristics by 


treatment group* 






Placebo 


Collagen 




group 


group 


Characteristic 


(n - 95) 


(n-95) 


Age, years 


56.2 ± 12.7 


53.7 ± 12.4 


Sex, no. of patients 




27 


Male 


25 


Female 


70 


6S 


Race, no. of patients 




15 


African American 


16 


White 


19 


78 


Disease duration, years 


13.9 ± 8.9 


1Z8± U,Q 


Rheumatoid factor, % positive 


76.8 


79.0 


NSAID use, % 


77.9 


73.7 


DMARD use, % 


S5.3 


35.3 


Swollen joint count (maximum 28) 


11.0 ±5.4 


10.9 ±4.8 


Tender joint count (maximum 28) 


15.5 ±7.4 


16.5 ±6.6 


M-HAQ score 


23.1 ± 9A 


23.1 ± 8.9 


Patient's pain assessment, mm 


57.6 ± 20.9 


5S.2 ± 23.4 


(byVAS) 




59.8 ± 22.1 


Patient's global assessment, mm 


62.7 ± 20.6 


(by VAS) 




55.5 ±18.9 


Physician's global assessment, mm 


59,4 ± 17.8 


(by VAS) 




41.0 ± 27.7 


ESR, mm/hour 


44.0 ± 27.2 


Morning stiffness, hours 


2.6 ± 1.9 


2.8 ± 3.6 



* Differences between groups were not statistically significant. Except 
where indicated otherwise, values arc the mean ± SO. NSATD - 
nonsteroidal antiinflammatory drag; DMARD ~ disease-modifying 
antirheumatic drug; M-HAQ = modified Health Assessment Ques- 
tionnaire; VAS - visual analog scale; ESR ™ erythrocyte sedimenta- 
tion rate. 



Table 2. Side effects and withdrawals from study among the 190 
rheumatoid arthritis patients initially randomised* 





Placebo group 
(n-95) 


Collagen group 
(n-95) 


Withdrew from study 


26 


25 


Disease worsening 


A 


10 


Protocol violation 


10 


12 


Intercurrent illness 


9 


3 


Possible toxicity 


3 


0 



* Thirteen of the 203 patients who were initially registered were not 
randomized due- to inadequate disease activity. 



25 from the bovine CII group (26.3%). Almost ail 
dropouts were due to a iack of efficacy (Table 2). 
Twenty-two of the 25 dropouts in the collagen-treated, 
group were due to disease worsening or protocol viola- 
tions. Fourteen of 26 dropouts in the placebo -treated 
group were due to disease worsening or protocol viola- 
tions. The protocol violations in both groups consisted 
almost entirely of increased dosages of antirheumatic 
drug therapy begun by the patient or the patient's 
personal physician in response to disease worsening. 

CII therapy was remarkably well tolerated. No 
side effects thought to be probably related to placebo or 
collagen treatment were noted. Three patients with 
rashes dropped out because of possible toxicity. These 3 
patients all received placebo. 

Response. There was no statistically significant: 
difference in response rates (by ACR criteria for im- 
provement in RA) between the placebo (20.0%) and the 
CII (16,84%) treatment groups. The response rates for 
those completing the study were also not statistically 
significantly different: placebo 27.5% (n = 69) and CII 
22.89% (n = 70). Analysis of subgroups, including 
non-DMARD patients and non-NSAID patients, re- 
vealed no significant differences in response; however, 
these subgroups were all numerically small. 

When only patients who completed the study 
were considered, there were significant differences be- 
tween the placebo and CII groups in some individual 
clinical variables after 6 months of treatment; these 
differences all favored the placebo group (Table 3). 
Placebo-treated patients had significantly more im- 
provement in the physician's global assessment, patient's 
global assessment, and pain score when compared with 
patients receiving CII (Table 3). There were no signifi- 
cant differences in swollen or tender joint counts be- 
tween CII and placebo-treated patients (Table 3). 

DISCUSSION 

This study shows that daily oral treatment with 
bovine CII (0.1 mg/day for 1 month, increased to 0.5 
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Table 3. Differences in individual clinical variables between the placebo and collagen groups' 





Baseline 




Study 


completion 




Placebo 


Collagen 


Placebo 


Collagen 


Variable 


(n - 69) 


(n - 70) 


(n - 69) 


(n - 70) 


Swollen joint count (max, 28) 
Tender joint count (max. 2S) 
Pain, inrrj (by VAS) 

Physician's global assessment, mm (by VAS) 
Patient's global assessment, mm (by VAS) 
M-HAO score 
ESR, mm/hour 


11.0 ±5.43 

15.5 ± 7.44 

57.6 ± 20.88 
59.4 ± 17.78 

62.7 ± 20.57 

23.1 ± 9.39 
44,0 ± 27,21 


10.9 ± 4,76 
16.5 ±6.57 
58.2 ± 23.39 
55.5 ± 18.90 
59.8 ± 22.08 
23.1 ± 8.88 
41.0 ± 27.74 


8.7 ± 4,80 

12.5 ± 7.62 
39,1 ± 26.45 
<I4.2 ± 20.35 

43.6 ± 26.02 
17.6±10.90 
38.9 ± 26.44 


9.1 ± 5.45 
18.5 ±3.40 
51.1 ± 24.79t 

50.0 ± 22.13$ 
53.9 ± 26/1 4t 

19.1 ±11.01 
4L3± 30.35 



* Pretreatment differences between groups Were not clinically significant. Differences between groups at study completion were determined by 
repeated measures of analysis of variance, comparing baseline scores with the 4 subsequent treatment scores. Values are the mean ± SD. VAS - 
visual analog scale; M-HAQ - modified Health Assessment Questionnaire; ESR - erythrocyte sedimentation rate, 
tP<0J)1, 
tP <0.05. 

nig/day for 5 months) when added to existing NSAID, 
prednisone, and/or DMARD therapy in patients with 
RA does not result in significant clinical improvement in 
the disease. The possible reasons for this outcome are 
discussed below. 

Results of 3 double-blind, placebo-controlled tri- 
als of oral CII therapy in adult RA have been published 
previously (6 ? 8,9). None of these 3 studies were of 
identical design, and each was different from the present 
study. The study by Trentliam et ai (6) utilized chick CTI 
at a dosage of 100 /xg/day for 1 month and then 500 
ug/day for 2 mont hs. The 60 RA patients enrolled in that 
study had a mean disease duration of 10 years, and 
DMARDs were discontinued the day before oral CII or 
placebo was started. 

In the report by Barnett et ai (9), chick CII was 
also orally administered to RA patients in. a multlcenter, 
double-blind, placebo -controlled, randomized trial. A 
total of 274 patients with active RA and a mean disease 
duration of 11 years were enrolled in 6 different: centers. 
The patients were randomized to receive placebo or 1 of 
4 dosages (20, 100, 500, or 2,500 ug/day) of chick CII for 
6 months. There was a variable DMARD washout 
period prior to entry into the study. 

Seiper et al (8) reported the results of a double- 
blind, placebo-controlled, randomized trial of oral bo- 
vine CII in patients with early {^3 years' duration) RA. 
Three groups of 30 patients each were randomized to 
receive placebo or 1 mg or 1.0 mg of bovine CII daily for 
3 months. DMARDs were withdrawn at least 2 weeks 
before entry into the trial. 

The studies by Trentham et al and Barnett. et al 
showed significant improvement in arthritis according to 
various criteria other than the ACR 20 criteria (6,9,10). 
In the study by Seiper et al, both the 1-nig/day and the 
10-mg/day bovine CH-treated groups showed trends 



toward improvement, with the 10-mg/day group showing 
the stronger trend (8). However, these trends did not 
reach significance by the ACR 20 criteria. 

The major difference between the design of the 
present study and the 3 earlier trials is that DMARDs, 
which were taken by 85% of the patients in our study, 
were not discontinued (6,8,9). There might also be a 
difference between the tolerogenic properties of chick 
and bovine CII in humans. While the primary amino 
acid sequences are highly conserved between chick and 
bovine CII (—95%, according to GenBank data), a 
difference In T cell epitope recognition and arthritoge- 
nicity has been observed with these 2 species of collagen 
in B10.RIII mice (12,13). This particular mouse strain 
develops arthritis when immunized with bovine CII, but 
not with chick OI (12,13). 

The appropriate tolerogenic dose of oral bovine 
CII that might be optimal in RA is unknown. The study 
by Seiper et ai (8) suggests that a very high dose of 10 
mg/day might be better than 1 rag/day. It is known from 
animal studies that very high oral doses of antigen favor 
the development of clonal deletion (14), which might 
maximally benefit RA patients in whom CII might play 
a significant role in perpetuating the arthritis. Low-dose 
oral antigen favors the development of regulatory T cells 
from the GALT that effect "bystander suppression" 
when they encounter the antigen in the periphery to 
which they were orally toierized (15). The dosage of 
bovine CII that might induce bystander suppression, in 
RA patients might be much lower than the 500 /xg/day 
used in the present study. 

It is readily apparent that when used as in the 
previous 3 studies, neither oral chick CH nor bovine CII 
is very potent in effecting a reduction in the severity of 
RA (6,8,9). It is possible that NSAIDs and prednisone 
used to treat RA, and which have been allowed to be 
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continued during each of the CTJ. trials reported to date, 
may interfere with the induction of OT. It has been 
previously shown in different animal models that 
NSAIDs abrogate peripheral and oral tolerance induc- 
tion (16,17). Indomethacin and acetylsalicylic acid ad- 
ministered by intraperitoneal injection were shown by 
Scheuer et al (16) to block the induction of peripheral 
tolerance in A/J mice to aggregated human gamma 
globulin. Louis et al (19) more recently reported that 
oral administration of indomethacin to BALB/c mice 
blocked tolerance induction to orally administered 
ovalbumin. Our own data in CII arthritis-susceptible 
DBA/1 mice show that orally administered piroxicam or 
nabumetone blocks the ability of orally administered 
bovine CII to protect mice against arthritis produced by 
subsequent immunization with CII (IB). Prostaglandins 
are probably involved in OT induction. We have been 
able to reverse NSAT.D inhibition of OT by administer- 
ing low oral doses of the prostaglandin analog, 
misoprostol (19). We have also found that small doses of 
prednisone (equivalent to 10 nig/day in humans) given 
orally to DBA/1 mice that were fed CII also abrogate 
OT induction (Postlethwaite A, Wheiler P, Myers L, 
Kang A: unpublished observations). 

Separate and apart from the drugs that RA 
patients take are possible agents in the foods of the 
diverse human diet that might interfere with GALT 
processing of oral antigen. These are not a problem in 
laboratory animals routinely fed a constant diet of water 
and laboratory chow. Although oral CII may eventually 
prove to have a role in the therapy of patients with RA, 
more basic studies need to be done in laboratory animal 
models so that protocols can be developed that will 
optimize the chances of seeing a therapeutic effect. 
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Monitoring guidelines for methotrexate-treated 
rheumatoid arthritis patients: comment on the article 
by Yazici et al 

To the Editor: 

In a recent article, Yazici and colleagues used data 
from a survey of a relatively small number of rheumatologists 
to support the notion that a laboratory monitoring regimen for 
methotrexate (MTX)-treated patients with rheumatoid arthri- 
tis (RA) that is less intensive than that suggested by the 
American College of Rheumatology (ACR) is desirable (1). 
The lack of guidelines for monitoring patients receiving bio- 
logic compounds (anti-tumor necrosis factor and anti- 
interleukin receptor antagonist) was also noted in their report 
(1), The authors go on to suggest that the guidelines for 
monitoring MTX therapy need to be updated, and that guide- 
lines for monitoring biologic compounds need to be drawn, 
Although we strongly agree with the second statement, we feel 
uncomfortable concluding, based on the data presented, that 
the ACR guidelines for monitoring MTX therapy need to be 
modified. Whereas these guidelines are far from being perfect, 
they are still the best we have; for persons unfamiliar with the 
original 1994 publication, the guidelines were derived from 
data based on sound methodology (2). 

•In a related matter, we want to point out that data 
gathered in a selected group of patients with RA (n = 313), 
who were followed up at less frequent intervals than those 
recommended by the ACR, and who only rarely presented 
abnormal liver function test abnormalities, were presented by 
Yazici et al at the 2003 annual meeting of the ACR (3). 
Unfortunately, these data have been quoted on the internet 
(e.g., eRheumatology News) as coming from the ACR, sug- 
gesting that the ACR guidelines are being "adjusted" (4). This, 
we think, is quite misleading to the clinician given that the 
ACR has not endorsed the conclusions presented in this 
abstract. 

Is it possible that we have become too complacent in 
monitoring methotrexate therapy because we may not have 
personally witnessed a case of clinically significant liver dis- 
ease? Changing the guidelines should be a meticulously data- 
driven process rather than based on the current practice 
patterns of a relatively small group of rheumatologists; at the 
conclusion of such a process, the guidelines may indeed be 
changed. If that is the case, we will be the first to welcome such 
change. Until then, we should use the guidelines as they are. 

Graciela S, Alarc6n, MD, MPH 
University of Alabama at Birmingham 
Joel Kremer, MD 
77ie Center for Rheumatology 
Albany, NY 

Michael Weinblatt, MD 
Brigham and Women's Hospital 
Haivard Medical School 
Boston, MA 
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Reply 

To the Editor: 

Thank you for the opportunity to respond to the letter 
by Drs, Alarc6n, Kremer, and Weinblatt, With all due respect 
for the 8 rheumatologists on the Subcommittee on Hepatic 
Toxicity and MTX of the ACR who developed the current 
guidelines (1), the number of rheumatologists included in our 
study (n = 123) is 15-fold larger, representing —5% of 
practicing rheumatologists in the US. These rheumatologists 
provided their views concerning standard, everyday care of 
patients with RA. Furthermore, the current guidelines appear 
to be based on 446 patients, rather than the quoted 700 (2), 383 
of whom had been the subject of 11 previously published 
studies, 8 of which were continuations of 3 reports of the same 
patients. This methodology may have led to a misleading total. 

I also agree that the current guidelines for MTX 
monitoring are the best we have, but they are also the only 
guidelines available. The assumptions concerning clinically 
significant liver disease rates and the risks associated with liver 
biopsies (3), as well as the arbitrary choice of testing intervals 
not supported by data (4), in the development of these 
guidelines have already been challenged. Other investigators 
have also suggested modification of the current guidelines, 
with less frequent laboratory monitoring (5,6). Surely the 
authors are not suggesting monitoring blood tests every 4 
weeks, which would be the literal interpretation of these 
guidelines. 

Drs. Alarc6n, Kremer, and Weinblatt also suggest that 
an abstract presented at the 2003 ACR meeting about the 
small number of liver function test abnormalities observed 
among 313 RA patients was presented as an ACR-endorsed 
statement by a commercial Web site for rheumatologists. This 
was a newsreel about the abstract about MTX and liver 
function test abnormalities. There was no indication of an 
ACR endorsement, and I personally had no control nor any 
role in the preparation of this newsreel. 

Finally, it would be of interest to learn the current 
prevalence of liver function test abnormalities in patients seen 
by Drs. Alarcon, Kremer, and Weinblatt, to compare with data 
reported by me and my colleagues, to help the rheumatology 
community judge the optimal frequency of laboratory moni- 
toring of patients treated with MTX. 

Yusuf Yazici, MD 
Brooklyn Heights Arthritis Associates 
Long Island College Hospital 
Brooklyn, NY 
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HLA-DQA1 as a risk factor for microchimerism: 
comment on the article by Artlett et al 

To the Editor: 

The recent article by Artlett et ai (1) addresses the 
topic of whether specific HLA alleles are associated with 
persistent rnicrochknerism, a potential risk factor for auto- 
immune diseases, as described previously (2). Because the 
results of the study by Artlett et al are described in comparison 
with our previous report, I would like to clarity a few descrip- 
tions that are not correct. Artlett and colleagues state that, in 
contrast to our study, they did not find the HLA-DQA1*0501 
allele or any other DQA1 allele to be a risk factor for fetal 
microchimerism in either T lymphocytes or whole peripheral 
blood from the SSc patient cohort or the controls. First, we 
never tested whole peripheral blood in our study. Second, 
although DQAP0501 was more frequent among women with 
fetal microchimerism within T lymphocytes, as stated in our 
article, this finding was not significant when corrected by the 
number of alleles tested. I am not surprised that Artlett et al 
did not observe an association with the host's genotype. 

In our study, we observed that fetal microchimerism 
within maternal T lymphocytes was associated with the HLA 
genqtype of the son (donor). Artlett et al describe no signifi- 
cant association of maternal microchimerism within the T 
lymphocytes of the child according to the presence of 
DQAi*050i in the mother (n = 10) or of fetal microchimerism 
within maternal T lymphotyes (n = 27) according to the 
presence of DQA1*0501 in the child. Although the latter result 
contrasts with our prior report (n = 29), it is difficult to draw 
conclusions for a number of reasons. Perhaps the most impor- 
tant reason is that different techniques were used to detect 
microchimerism. The study by Artlett et al is heterogeneous 
for techniques used to detect microchimerism, and it is difficult 
to ascertain important variables such as the total amount of 
DNA tested and the purity of sorted subsets. Furthermore, 
results were combined from quantitative and nonquantitative 
assays (e.g., a weaker third band was classified as the micro- 
chimeric allele), and the criteria used to categorize individuals 
as positive or negative were not defined. Moreover, quantita- 
tive and nonquantitative techniques show different sensitivi- 
ties, with, respectively, a sensitivity of 1 male cell in 100,000 
female cells (3) and 10 cells in 2.4 million host cells (4), 

Adding further confusion, either care was not taken in 
the description of results, or the quantitative results are at 
marked variance with any other literature report, because in 
Patients and Methods it is stated that results were normalized 
to 100,000 autologous cells, and in the Results section ranges 
of 1-12 (low) and 13-1,130 (high) micro chimeric cells are 
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reported — representing levels as high as 1% of all circulating 
cells 

Methods to detect and accurately quantify microchi- 
merism have advanced considerably since our study in 2000, 
Further studies will be necessary, in which standardized and 
carefully conducted techniques are used to study larger num- 
bers of individuals. A final issue we previously raised is 
whether patients with autoimmune diseases who lack disease- 
specific HLA molecules could be investigated for persistent 
microchimerism as an alternative source of HLA disease- 
associated molecules or peptides, whereas patients who have 
the disease-specific HLA molecules might not have persistent 
microchimerism. This is one potential explanation for the 
observation by Artlett et al that DQA1*0501 was frequently 
observed in patients who were negative for microchimerism, 
even though juvenile idiopathic inflammatory myopathy is 
frequently associated with DQA1*050L 

Nathalie C. Lambert, PhD 
Institut National de la Sante 

et de la Recherche Medicale Unite 639 
Marseille, France 
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Dosage effects of orally administered bovine type I 
collagen on immune function in patients with systemic 
sclerosis 

To the Editor: 

Type I collagen (CI), the most abundant protein in 
humans, may play a pivotal role in the pathogenesis of systemic 
sclerosis (SSc) (1-6). Oral tolerance studies in rodents have 
shown that the dose-response curve for orally administered 
antigen is bimodal, with tolerance being induced optimally 
using low and high doses of antigen (7), It has been postulated 
that high-dose oral antigen induces predominantly clonal 
deletion of antigen-specific T cells, while low-dose oral antigen 
induces regulatory T cells (8,9). Work from our institution has 
demonstrated that oral administration of CI at 500 /xg/day in 
patients with SSc induces tolerance, as characterized by signif- 
icant reductions in interferon-y (IFN7) and interieukm-lO 
(IL-10) production by peripheral blood mononuclear cells 
(PBMC) cultured with al(I) and <*2(I). This dosage of CI also 
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effected improvement in several disease parameters, including 
skin scores (modified Rodnan skin scores [MRSS]) (10), 
patient assessment of disease activity (modified Health Assess- 
ment Questionnaire [M-HAQ]) (11), and results of pulmonary 
function tests (PFTs), including diffusing capacity for carbon 
monoxide (DLco) and forced vital capacity (FVC) (12). 

Studies in humans with rheumatoid arthritis (9), as well 
as in animals (13,14), suggest that the oral dosage of an 
autoantigen such as collagen is pivotal in determining whether 
tolerance occurs and disease activity is suppressed. In our 
previous study of oral CI administration to patients with SSc, 
we used high doses of collagen (500 /xg/day) and did not 
explore the effects of lower-dose regimens (12). The purpose 
of the present study was to determine whether lower doses of 
oral CI (10 /xg/day and 100 /xg/day) would induce immune 
tolerance to CI in patients with SSc, and/or whether a change 
in clinical parameters could be effected after 5 months of 
administration of CI at either or both of these dosages. 

The study population consisted of 4 men and 18 
women with SSc (17 white, 5 African American). Patients were 
recruited from the University of Tennessee (UT) and commu- 
nity rheumatology practices in Memphis and surrounding 
areas. The mean ± SD duration of disease in the study 
population was 6.7 ± 7.5 years (range 1 month to 30 years). 
Eight patients had limited SSc and 14 had diffuse SSc. Written 
consent for participation in the study was obtained from 
patients in accordance with the Helsinki II declaration, and the 
protocol was approved by the UT Institutional Review Board. 
The study was conducted under US Food and Drug Adminis- 
tration Investigational New Drug application 6575. The inclu- 
sion criterion was a clinical diagnosis of limited or diffuse SSc 
made by the study physician, according to the criteria of the 
American College of Rheumatology (formerly, the American 
Rheumatism Association) (15). Exclusion criteria were similar 
to those in our previous study (12); however, treatment with 
nonsteroidal antiinflammatory drugs (NSAIDs) was not al- 
lowed. The rationale for the exclusion of NSAIDs was based 
on work from our institution suggesting that NSAIDs may 
impede the development of oral tolerance (16). 

For the first 5 months, all patients received placebo 
(Q.IM acetic acid). Patients were then randomized to receive 
CI at 10 /xg/day or 100 jutg/day for 5 months. Those who had 
received the 10 /u,g/day CI dosage for 5 months were then 
crossed over to receive the 100 /xg/day dosage for 5 months, 
and vice versa. Collagen was solubilized in 0.1M acetic acid and 
aliquoted into individual-dose vials which the patients kept 
refrigerated. Each morning, the patient added 1 vial of the CI 
preparation to 4-6 ounces of orange juice, and this was 
consumed before breakfast. Compliance was monitored by 
counting the milliliters of study drug left in vials returned at 
each visit. Patients were considered to have complied with the 
protocol if they have consumed at least 70% of the study 
medication. The mean consumption was 88.8% (range 71. 2- 
96.9%). 

All assessments were performed at 0, 5, 10, and 15 
months. The MRSS (assessed by the same trained physician 
throughout) and the M-HAQ score were recorded. PFTs, 
including FVC and DLco studies, were performed by the same 
technician (under the direction of a pulmonologist), using the 
same equipment each time. IFNy and IL-10 levels were 
measured, by commercial enzyme-linked immunosorbent as- 



say (ELISA; R&D Systems, Minneapolis, MN), in superna- 
tants that were harvested from in vitro cultures of SSc PBMCs 
and stimulated with phytohemaggiutinin (PHA; 5 /xg/ml), 
cd(I) (50 /xg/ml), or a2(I) (50 /xg/ml) for 6 days. IFNy and 
IL-10 levels in unstimulated PBMC culture supernatants were 
subtracted at each time point from the levels in supernatants 
from PBMCs stimulated with PHA, al(I) or and a2(I). Serum 
levels of soluble IL-2 receptor (sIL-2R), a marker of in vivo 
immune activation, were measured by ELISA (R&D Systems). 
All samples were tested in duplicate. 

Data were analyzed in a covariance structural model to 
fit a crossover design (PROC MIXED, version 9.1; SAS 
Institute, Cary, NC). Analyses were performed to determine 
whether there were significant differences in the mean re- 
sponses to collagen at 10 /xg/day versus 100 /xg/day, collagen at 
10 /xg/day versus placebo, and collagen at 100 /xg/day versus 
placebo. Results were adjusted for baseline measurements 
(including MRSS, M-HAQ score, PFT results, and cytokine 
levels), age, race, sex, disease duration, and type of SSc 
(limited versus diffuse). 

Eighteen patients received 5 months of placebo treat- 
ment, 14 received at least 1 dose of oral CI, and 11 completed 
the entire study. The 11 study withdrawals were due to issues 
regarding compliance (n = 6), traumatic Colles fracture (n = 
1), intercurrent medical illnesses not related to SSc (n = 2), 
pregnancy (n = 1 [during placebo treatment]), and allergic 
reaction to collagen characterized by a skin rash (n = 1). The 
final sample size was similar to that in our previous study, in 
which only 17 patients completed the protocol, and of these, 
only 11 actually had PFTs performed (12). Despite these small 
numbers, statistically significant results had been demon- 
strated for immune and clinical parameters, including PFT 
results, after 1 year of treatment with oral bovine CI at 500 
/xg/day (12). 

There were no significant differences in response to CI 
at either 10 /xg/day or 100 /xg/day compared with placebo, with 
respect to clinical parameters including MRSS, M-HAQ score, 
and PFT results (FVC and DLco). Interestingly, there was a 
significant increase in IFN7 production in response to a2(I) by 
PBMCs from patients receiving CI at 100 /xg/day compared 
with both the placebo group (P - 0.02) and the 10 /xg/day CI 
group (P = 0.01). There were no significant differences in the 
IFNy response to al(I) or in the IL-10 response to al(I) or 
a2(I) among the treatment groups. In addition, levels of 
sIL-2R did not differ among the groups (P > 0.05), 

The major finding of our study was that there was no 
significant response in any of the clinical parameters evaluated, 
including MRSS, M-HAQ, or PFTs, to oral bovine CI admin- 
istered at either 10 /xg/day or 100 /xg/day for 5 months. 
Furthermore, there was no suppression of the T cell response 
to CI (i.e., reduction in IFNy and/or IL-10 production) and no 
change in systemic immune activity. However, with the 100 
/xg/day dosage of CI, we did note increased in vitro production 
of IFNy, this response was seen with «2(I) stimulation, but not 
a 1(1) stimulation. Increased IFNy production by peripheral 
lymphoid cells cultured with tolerizing antigen has been asso- 
ciated with induction of tolerance to some orally administered 
antigens in humans and mice (17,18). Whether this enhanced 
IFNy production in response to a2(I) represents tolerance 
induction or whether increased production of endogenous 
IFNy is beneficial in SSc requires further investigation. Indue- 
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tion of IFNy may be important because of the antifibrotic 
properties of this cytokine (19). 

It should be noted that our results are limited by the 
small number of patients who completed the study, the wide 
range of disease duration, and the probable need to administer 
oral C[ for longer than 5 months to observe a change in skin 
scores or pulmonary function. However, our findings suggest that 
low-dose CI may have some effect on cytokine profiles in SSc, 
although no response in any clinical parameters was noted. 

Laura D. Carbone, MD 
University of Tennessee 

Health Science Center 
Memphis, TN 
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Recommendations regarding individuals in whom 
bone densitometry should be performed: comment on 
the article by van Staa et al 

To the Editor: 

We read with great interest the article by van Staa and 
coworkers on the bone mineral density (BMD) threshold for 
prediction of vertebral fractures in patients receiving oral 
glucocorticoid therapy (1). Compared with non-glucocorticoid 
users, glucocorticoid users appear to develop fractures at a 
higher BMD. The American College of Rheumatology recom- 
mends therapeutic intervention if the T score for BMD is 
below - 1 in a patient who has had long-term treatment with 
glucocorticoids (2). The UK National Osteoporosis Society 
advocates intervention at a T score threshold of -1.5 (3). With 
the increasing use of bone density testing for diagnosing 
osteoporosis and establishing fracture risk, inconsistencies 
have arisen in the way in which bone densitometry is per- 
formed and the results interpreted. As an example, T score 
diagnostic thresholds for postmenopausal Caucasian women 
not exposed to glucocorticoids may not apply to patients who 
are receiving glucocorticoid therapy. A similar analogy could 
be made in applying World Health Organization T score 
criteria to men and premenopausal women. 

To reduce these inconsistencies and improve interpre- 
tation and reporting of BMD, the International Society for 
Clinical Densitometry (ISCD) periodically convenes Position 
Development Conferences (PDCs). The most recent PDCwas 
held in Cincinnati, Ohio, in July 2003. The ISCD is a not-for- 
profit multidisciplinary professional society with a mission to 
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Abstract: Oral tolerance is an important physiological mechanism of im- 
mune hyporesponsiveness to dietary antigens and the commensal flora of 
the gastrointestinal tract. Feeding of alloantigens, therefore, has the po- 
tential to suppress undesirable immune responses after transplantation. To 
date, there are no published reports on the effects of such an approach in 
human transplant recipients. In the present pilot study, we demonstrate 
complete suppression of baseline indirect ailoreactivity in patients with 
chronic renal allograft dysfunction following the oral feeding of low 
(0.5 mg/d) but not higher (1.0 and 5.0 mg/d) doses of donor major histo- 
compatibility complex (MHC) class II peptides. The regimen was well tol- 
erated with no evidence for sensitization to the donor antigen. Our results 
indicate that oral feeding of low dose donor MHC peptide may represent a 
safe and effective therapy to suppress indirect ailoreactivity in renal trans- 
plant recipients with chronic allograft dysfunction and warrants further 
clinical investigation. 
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Oral tolerance is an important physiological mech- 
anism of immune hyporesponsiveness to dietary 
antigens and the commensal flora of the gastroin- 
testinal tract. The mechanisms of oral tolerance 
induction have been studied extensively in murine 
systems (1,2) and include anergy (3, 4) or deletion 
(5, 6) of antigen-specific T cells, immune deviation 
to a Th2-biased immune response (7) and induc- 
tion of regulatory Th3 (transforming growth factor 
p-producing) cells (8, 9). In an effort to exploit 
these mechanisms as potential clinical therapy, 
investigators have used oral tolerance strategies 
with success to inhibit undesirable immune re- 
sponses in mouse models of human diseases, 
including multiple sclerosis, rheumatoid arthritis, 



inflammatory bowel disease, autoimmune uveitis, 
type-1 diabetes, and transplant rejection (1). These 
animal studies paved the way for subsequent 
clinical trials in autoimmune diseases, which 
yielded mixed results (9-14). Conceptually, oral 
immune tolerance might be better suited for solid 
organ transplantation than for autoimmunity, 
because the antigens are defined and administra- 
tion can be timed to the transplant. However, no 
such clinical trials have been reported in the field of 
organ transplantation. 

The predominant causes of late renal allograft 
loss/dysfunction are death with a functioning graft, 
chronic allograft dysfunction and recurrent dis- 
ease, accounting for nearly 20% of patients on the 
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kidney transplant waiting list (15). Chronic allo- 
graft dysfunction is a poorly defined clinical- 
pathological entity manifested clinically by a 
gradual decrease in renal function over months to 
years after transplantation, coupled with hyperten- 
sion (HTN) and variable degrees of proteinuria 

(16) . Currently, no effective therapy exists for this 
condition. It is generally agreed that both 
alloantigen-dependent and alloantigen-indepen- 
dent factors contribute to the pathophysiology of 
chronic allograft dysfunction, although these 
factors need not be considered mutually exclusive 

(17) . 

T-cell recognition of alloantigen is the central 
event responsible for the rejection of allografts. It is 
generally accepted that there are at least two 
pathways of allorecognition, In the direct pathway, 
T cells recognize endogenous major histocompati- 
bility complex (MHC) peptides in the context of 
intact donor MHC molecules on the surface of 
donor antigen-presenting cells. With the indirect 
pathway, donor MHC molecules are shed from the 
graft and processed by recipient antigen-presenting 
cells, where they are presented as peptides to T cells 
in the context of recipient MHC molecules. It has 
been suggested that the direct pathway is more active 
early after transplantation, when a large number of 
donor antigen-presenting cells are present in the 
allograft. Likewise, the indirect pathway may cause 
a chronic smoldering type of rejection, as donor 
MHC molecules are continually shed from the graft. 

Animal studies have provided a definitive link 
between indirect allorecognition and transplant 
arteriopathy (18, 19), one of the characteristic 
histopathologic findings on biopsies with chronic 
allograft dysfunction. Clinical studies have dem- 
onstrated that lymphocytes proliferating to syn- 
thetic donor MHC peptide (i.e., indirect 
alloreactivity) are more prevalent in the peripheral 
blood of human renal transplant recipients with 
chronic allograft dysfunction (20, 21). Epitope 
spreading is defined as the diversification of 
epitope specificity from an initial focused, domi- 
nant epitope-specific immune response, directed 
against a self or foreign protein, to subdominant 
and/or cryptic epitopes on that protein (intramo- 
lecular spreading) or other proteins (intermolecular 
spreading). This phenomenon has been defined in 
experimental and natural situations as a conse- 
quence of acute or persistent infection and second- 
ary to chronic tissue destruction that occurs during 
progressive autoimmune disease. After allotrans- 
plantation, epitope spreading is defined as new 
proliferative responses to donor MHC peptide 
segments previously eliciting no immunoreactivity 
and loss of responses to previously immunogenic 



peptide segments. This phenomenon has been 
associated with chronic dysfunction not only of 
renal (20, 22), but also of cardiac (23) and of 
pulmonary (24) allografts and is felt to be indic- 
ative of chronic persistent immune damage and 
instrumental in the pathogenesis of this condition, 
The induction of peripheral tolerance via oral 
feeding of donor MHC peptides, therefore, has the 
potential to mitigate at least the immunologic 
component of chronic renal allograft dysfunction 
(25, 26). 

In this pilot study, we examined the effects of 
oral donor MHC peptide feeding on subsequent 
in vitro T-cell proliferative responses to individual 
donor MHC peptide segments in a group of renal 
transplant recipients with chronic allograft dys- 
function. 



Patients and methods 

Patients 

All subjects provided written informed consent in 
accordance with an approved protocol. Renal 
allograft recipients transplanted at least six month 
earlier and who were attending the outpatient 
clinic of Brigham and Women's Hospital were 
screened. All such patients were maintained on 
triple-therapy immunosuppression with cyclospor- 
in A, azathioprine and corticosteroids. HLA-DR2 
peptide was chosen for oral feeding, as this 
molecule is the most prevalent MHC class II 
molecule in the human population and would 
therefore increase the pool of potential donor 
kidneys. Thus, patients of specific interest were 
those recipients mismatched for HLA-DR2 present 
in the donor. As we have previously demonstrated 
a high prevalence of indirect alloreactivity in renal 
allograft recipients with a serum creatinine greater 
than 2.0 mg/dL, we used these criteria for further 
screening (20). 

HLA peptides 

A panel of overlapping peptides corresponding to 
the full-length p-chain hypervariable regions of 
HLA-DRB1*1501 (HLA-DR2, residues 6-21, 22- 
41, 42-62, 63-80, 81-94) was synthesized (Quality 
Control Biochemicals, Hopkinton, MA, USA), as 
previously described (20). Peptides were suspended 
in phosphate-buffered saline at a concentration of 
1 mg/mL for later in vitro use. For oral feeding, these 
identical HLA-DRB1*1501 (HLA-DR2) peptide 
segments were provided by Autoimmune Inc. 
(Pasadena, CA, USA). Purity of peptide from 
either source was confirmed at greater than 95% 
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by high-performance liquid chromatography and 
mass spectrometry. 

Peptide proliferation assays 

Peripheral blood mononuclear cells from renal 
transplant recipients meeting the criteria above 
were separated by Ficoll-Hypaque density gradient 
centrifugation, washed twice and resuspended in 
RPMI 1640 medium containing 10% normal 
human serum, 10 mM HEPES buffer, and 
100 fig/mL penicillin and streptomycin. These cells 
were co-cultured at 37°C, 5% C0 2 and 100% 
humidity for seven d with the individual synthetic 
donor MHC peptides or mumps antigen (positive 
control) at 50 |ag/mL in flat bottom, 96 well plates. 
Control cells were cultured in medium alone. 
Individual experiments were performed in quadru- 
plicate. Lymphocyte proliferation was determined 
by measuring the DNA incorporation of 
3 H-thymidine added for the final 18 h of culture 
using a beta scintillation counter (Wallac, Gai- 
thersburg, MD, USA). Background proliferation 
was assessed after incubating the cells in culture 
medium without the peptide. The stimulation index 
(SI) for each peptide segment was calculated 
according to the formula: experimental counts 
per minute (CPM)/control CPM (SI > 2 consid- 
ered positive), as previously described (20). Data 
are expressed as mean ± SEM. 

Oral feeding 

Those patients exhibiting significant ex vivo indi- 
rect alloreactivity to any of the five HLA-DR2 
peptide segments based on two or three peptide 
proliferation assays were eligible for MHC peptide 
feeding. These individuals were instructed to swal- 
low a pre-measured aqueous gel containing all five 
HLA-DR2 peptide segments each morning prior to 
breakfast, followed by a drink of water or orange 
juice. To avoid any potential interactions, patients 
were instructed not to eat or take medications for 
30 min following this dose. The dose of peptide 
was escalated in the following fashion: 0.5 mg/d 
(of each individual peptide segment) for 30 d, 
1.0 mg/d for 30 d and 5.0 mg/d for 30 d. Within 
three d of the end of each 30-d feeding period and 
prior to the next stage, peptide proliferation assays 
were performed to monitor for the presence or 
absence of indirect alloreactivity. 

Panel reactive antibody 

Serum samples, pre- and immediately after 
completion of the peptide feeding, were tested for 



anti-HLA-DR2 antibodies with an antigen-specific 
antibody bead assay by flow cytometry to rule out 
sensitization to the orally fed donor antigen. 

Results 

Patient recruitment 

Four patients were identified who met the criteria 
outlined above. Mean time after transplantation 
was 12.75 ± 1.65 months. All four subjects dem- 
onstrated significant alloreactivity to at least one 
synthetic MHC peptide segment on two or three 
consecutive baseline monthly peptide proliferation 
assays, as shown in Table 1, Furthermore, all four 
subjects demonstrated epitope spreading, as evi- 
denced by shifting proliferative responses over time 
to the different segments of the HLA-DR2 mole- 
cule, consistent with our previous report in patients 
with renal allograft dysfunction (20), In all but two 
of these assays, significant proliferation to mumps 
antigen occurred. Synthetic HLA-DR peptide 
feeding was carried out in all four subjects, with 
peptide proliferation assays performed after each 
stage of feeding. Patient 4 was removed from the 
study during the second month of feeding because 
of post-transplant complications unrelated to the 
study treatment. However, peptide proliferation 
assays for this patient prior to feeding and imme- 
diately following feeding of the 0,5 mg dose were 
completed and included in this report. 

Suppression of indirect alloreactivity after low dose 
HLA-DR2 peptide feeding 

As displayed in Table 1, complete suppression of 
proliferative responses to the entire panel of HLA- 
DR2 peptide segments occurred after feeding of 
the lowest dose of MHC peptide (0.5 mg/d). 
Patients 3 and 4 also demonstrated suppression 
of responses to mumps antigen in these assays. 
Proliferation assays following the higher doses of 
MHC peptide feeding yielded mixed results, with 
complete suppression of all peptide segments noted 
only in the final assay of patient 3. 

Absence of sensitization following donor MHC peptide 
feeding 

Results from the flow cytometry for detection of 
antibodies to HLA-DR revealed no sensitization to 
donor HLA-DR2 antigens following MHC peptide 
feeding in any of the study subjects. There were 
also no episodes of acute rejection or major 
changes in the level of renal function in any of 
the subjects during the study period. 
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Table 1. Peptide proliferation assay results 



DR2#1 



DR2#2 



DR2#3 



DR2#4 



DR2#5 



Mumps 



1. 

Pre-feeding #1 
Pre-feeding #2 
Pre-feeding #3 
Post-0.5 mg/d 
Post-1,0 mg/d 
Post-5.0 mg/d 
2. 

Pre-feeding #1 
Pre-feeding #2 
Pre-feeding #3 
Post-0.5 mg/d 
Post-1.0 mg/d 
Post-5.0 mg/d 
3. 

Pre-feeding #1 
Pre-feeding #2 
Post-0.5 mg/d 
Post-1.0 mg/d 
Post-5.0 mg/d 
4. 

Pre-feeding #1 
Pre-feeding #2 
Post-0.5 mg/d 



9.2 ± 5.9 

1.2 ±0.1 

1.3 ±0.5 
0.8 ± 0.1 
1.0 ±0.6 
1.0 ±0.3 

1.4 ± 0.2 
2.4 ± 0.2 

1.3 ±0.2 

1.4 ±0.2 
3.3 1 0.5 a 
2.8 ± 1.3 

1.0 ±0.1 

2.3 ± 0.3 
0.8 ± 0.2 

2.4 ± 0.4 

1.3 ±0.1 

1.3 ±0.1 

2.4 ± 0.2 a 

1.0 ±0.1 



32.9 ±1.3 
4.5 ±1.6 

3.1 ±1.1 

1.2 ±0.2 
0.5 ± 0.3 
0.6 ±0.1 

1.9 ±0.3 
0.6 ±0.1 

1.3 ±0.1 

1.0 ±0.1 

1.1 ±0.2 

2.3 ± 0.2 

1.1 ±0.2 
0.7 ± 0.2 
1.1 ±0.2 

4.4 ±1.7 

1.0 ±0.2 

3.7 ± 0.3 

2.8 ± 0.2 a 

0.9 ± 0.3 



1.4 ±0.5 

1.8 ±0.2 
0.6 ± 0.2 
0.7 ± 0.1 

3.9 ± 2.0 
0.7 ± 0.1 

1.3 ±0.1 
1.9 ±0.1 
1.3 ±0.3 
0.9 ± 0.0 
3.8 ± 0.3 a 

2.2 ± 0.5 

1.3 ±0.3 
0.8 ± 0.2 
0.9 ± 0.1 

1.5 ±0.2 
1.2 ±0.2 

1.4 ±0.2 

2.5 ± 0.2 a 

0.8 ± 0.0 



13.6 ± 2.8 

3.3 ± 0.5 
4.5 ± 0.8 

1.4 ±0.2 
6.3 ±1.1 

5.5 ± 0.6 

1.8 ±0.2 

1.9 ±0.3 

1.1 ±0.1 
0.7 ± 0.1 

1.6 ±0.3 

6.2 ±1.6 

1.1 ±0.1 

1.0 ±0.1 

1.1 ±0.0 

5.2 ± 2.0 
0.8 ±0.1 

7.2 ± 0.6 

1.1 ±0,3 

1.7 ±0,2 



35.9 ± 9.6 
6.3 ± 1.9 
4.2 ± 0.8 

1.8 ±0.0 
0.4 ± 0.2 
0.4 ± 0.2 

2.5 ± 0.2 
47 ± 0.3 

1.6 ±0.1 
0.9 ± 0.2 
0.6 ± 0.1 

4.9 ± 0.6 

1.6 ±0.2 
1.6 ±0.1 
0.9 ± 0.2 

6.1 ± 0.9 
0.9 ± 0.3 

12.1 ±0.8 

2.2 ± 0,2 

0.6 ± 0.1 



16.7 ±1.2 
2.8 ± 0.1 
3.4 ± 0.4 

3.7 ± 0,8 

2.8 ± 0.2 

6.3 ± 2.7 

3.4 ± 0.3 
0.8 ± 0.4 

2.1 ± 0.1 
3.0 ± 0.5 

1.9 ±0.1 
3.0 ± 0.3 

2.3 ± 0.2 

3.2 ± 0.4 
0.2 ± 0.0 

9.5 ± 0.6 
2.9 ± 0.4 

4.9 ± 0.2 
1.8±0.1 a 

0.5 ± 0.1 



Proliferative responses to individual synthetic donor HLA-DRB1M501 (DR2) major histocompatibility complex segments or mumps antigen by peptide proliferation assay 
on peripheral blood mononuclear ceil samples from the four patients pre- and post-oral feeding of escalating doses of mismatched donor HLA-DR2 antigen. 
a Data reported as mean ± SEM. 
Bold numbers indicate significant stimulation indices £2.0). 



Discussion 

In this pilot study, we report for the first time the 
immunological effects of oral donor class II MHC 
peptide feeding in a small cohort of renal trans- 
plant recipients with evidence of indirect alloreac- 
tivity and epitope spreading over time, as 
demonstrated by reactive T cells to the five 
epitopes of donor mismatched HLA-DR2 in 
multiple pre-feeding assays. Complete suppression 
of indirect alloreactivity occurred in all patients 
after feeding of low dose (0.5 mg/d) but not higher 
doses (1.0 and 5.0 mg/d) of MHC peptide. Oral 
tolerance studies in patients with autoimmune 
diseases have yielded conflicting results with regard 
to the most effective dose (27). It has been 
suggested that clonal deletion and/or anergy may 
result from feeding high doses of antigen, while 
active suppression/regulation may be a feature of 
low dose and/or repeated feeding regimens (1). It 
was beyond the scope of our study to elucidate the 
mechanisms by which suppression of indirect 
alloreactivity was achieved, although future trials 
should include these experiments. 

Regulatory cells have the potential to mediate 
bystander suppression by exerting non-specific 



suppressive effects on other antigen-reactive cells 
in the vicinity, irrespective of their specificity. On 
the one hand, this phenomenon may allow 
suppression of multiple alloantigen-specific re- 
sponses after oral administration of single or 
limited segments of mismatched donor MHC 
molecules. On the other hand, this phenomenon 
could also result in suppression of protective 
immunity as well. It is possible that the loss of 
responses to mumps antigen observed in some of 
the post-feeding proliferation assays is explained 
by this mechanism. However, suppression of 
responses to this nominal antigen did not appear 
to relate to any specific peptide dose and was 
observed in two patient samples prior to feeding, 
arguing against bystander suppression. One of 
the most feared complications of oral adminis- 
tration of antigen is the induction of deleterious 
immune responses, which has been reported in an 
animal model of autoimmune diabetes (28). In 
none of our study subjects did we detect the 
development of anti-HLA-DR2 antibodies fol- 
lowing feeding of this MHC peptide. These 
findings suggest that oral tolerance strategies 
can be conducted safely in the renal transplant 
population. 



757 



Womer et al. 



In conclusion, our results indicate that oral 
feeding of low dose donor MHC peptide may 
represent a safe and effective therapy to suppress 
indirect alloreactivity in renal transplant recipients 
with chronic allograft dysfunction, Our results 
need to be confirmed in a larger group of patients 
over a longer period of time to determine whether 
these findings are reproducible with other MHC 
peptides and importantly, sustainable with re- 
peated low dose peptide feeding. Given the large 
cost of synthesizing MHC peptides, there are 
practical limitations to this approach. It will 
therefore be important to determine in future 
studies whether feeding of the entire length of the 
HLA-DR2 molecule is required to suppress pro- 
liferative responses to the entire MHC molecule or 
whether feeding of single segments is sufficient, 
including the ability to suppress responses to other 
mismatched MHC molecules present in the allo- 
graft (i.e., bystander suppression). Whether oral 
feeding-mediated suppression of indirect alloreac- 
tivity will lead to improvement in the long-term 
survival of renal allografts, as with most proposed 
therapies for chronic allograft dysfunction, will 
unfortunately require numbers of patients and 
length of follow up that are often regarded as cost 
prohibitive by the pharmaceutical industry. 

Acknowledgements 

This work was supported by NIH grant AI33100, 
2K08DK66319-2, The National Kidney Foundation and 
Autoimmune Inc, 



References 

1. Garside P, Mowat AM. Oral tolerance. Semin Immunol 
2001: 13: 177. 

2. Kraus TA, Mayer L. Oral tolerance and inflammatory 
bowel disease. Curr Opin Gastroenterol 2005: 21: 692. 

3. Melamed D, Friedman A. Direct evidence for anergy in 
T lymphocytes tolerized by oral administration of oval- 
bumin. Eur J Immunol 1993: 23: 935. 

4. Whitacre CC, Gienapp IE, Orosz CG, Bitar DM. Oral 
tolerance in experimental autoimmune encephalomyelitis. 
III. Evidence for clonal anergy. J Immunol 1991: 147: 
2155. 

5. Chen Y, Inobe J, Marks R, Gonnella P, Kuchroo VK, 
Weiner HL. Peripheral deletion of antigen-reactive T cells 
in oral tolerance. Nature 1995: 376: 177. 

6. Gutgemann I, Fahrer AM, Altman JD, Davts MM, 
Chien YH. Induction of rapid T cell activation and tol- 
erance by systemic presentation of an orally administered 
antigen. Immunity 1998: 8: 667. 

7. Sayegh MH, Khoury SJ, Hancock WW, Weiner HL, 
Carpenter CB. Mechanisms of oral tolerance by MHC 
peptides, Ann N Y Acad Sci 1996: 778: 338. 

8. Chen Y, Inobe J, Kuchroo VK, Baron JL, Janeway 
CA Jr, Weiner HL. Oral tolerance in myelin basic 
protein T-cell receptor transgenic mice: suppression of 



autoimmune encephalomyelitis and dose-dependent 
induction of regulatory cells. Proc Natl Acad Sci USA 
1996: 93: 388. 

9, Chen Y, Kuchroo VK, Inobe J, Hafler DA, Weiner 
HL. Regulatory T cell clones induced by oral tolerance: 
suppression of autoimmune encephalomyelitis. Science 
1994: 265: 1237. 

10. Trentham DE, Dynesius-Trentham RA, Orav EJ et al. 
Effects of oral administration of type II collagen on 
rheumatoid arthritis. Science 1993: 261: 1727. 

11. Bergerot I, Ploix C, Petersen J et al. A cholera toxoid- 
insulin conjugate as an oral vaccine against spontaneous 
autoimmune diabetes. Proc Natl Acad Sci USA 1997: 94: 
4610. 

12. Ilan Y. Oral immune regulation toward disease-associ- 
ated antigens: results of phase I clinical trials in Crohn's 
disease and chronic hepatitis. Ann N Y Acad Sci 2004: 
1029: 286. 

13. Carbone LD, McKown K, Pugazhenthi M et al. Dos- 
age effects of orally administered bovine type I collagen on 
immune function in patients with systemic sclerosis. 
Arthritis Rheum 2004: 50: 2713. 

14. McKown KM, Carbone LD, Kaplan SB et al. Lack of 
efficacy of oral bovine type II collagen added to existing 
therapy in rheumatoid arthritis. Arthritis Rheum 1999: 42: 
1204. 

15. Womer K, Meier-Kriesche H, Kaplan B. Graft and 
patient survival. In: Matthew M, Weir R eds. Medical 
Management of Kidney Transplantation. Philadelphia: 
Lippincott, Williams & Wilkins, 2005: 1. 

16. Sayegh MH, Carpenter CB. Transplantation 50 years 
later - progress, challenges, and promises. N Engl J Med 
2004:351:2761. 

17. Womer KL, Vella JP, Sayegh MH. Chronic allograft 
dysfunction: mechanisms and new approaches to therapy. 
Semin Nephrol 2000: 20: 126. 

18. Lee RS, Yamada K, Houser SL et al. Indirect recogni- 
tion of allopeptides promotes the development of cardiac 
allograft vasculopathy. Proc Natl Acad Sci USA 2001: 98: 
3276. 

19. Womer KL, Stone JR, Murphy B, Chandraker A, 
Sayegh MH. Indirect allorecognition of donor class I and 
II major histocompatibility complex peptides promotes the 
development of transplant vasculopathy. J Am Soc 
Nephrol 2001: 12: 2500. 

20. Vella JP, Ferreira M, Murphy B et al. Indirect allo- 
recognition of MHC allopeptides in human renal trans- 
plant recipients with chronic graft dysfunction. 
Transplantation 1997: 64: 795. 

21. Poggio ED, Clemente M, Riley J et al. Alloreactivity 
in renal transplant recipients with and without chronic 
allograft nephropathy. J Am Soc Nephrol 2004: 15: 
1952, 

22. Baker RJ, Hernandez-Fuentes MP, Brookes PA, 
Chaudhry AN, Cook HT, Lechler RL Loss of direct 
and maintenance of indirect alloresponses in renal 
allograft recipients: implications for the pathogenesis 
of chronic allograft nephropathy. J Immunol 2001: 167: 
7199. 

23. Qubotariu R, Liu Z, Colovai Al et al. Persistent allo- 
peptide reactivity and epitope spreading in chronic rejec- 
tion of organ allografts. J Clin Invest 1998: 101: 398. 

24. SivaSai KS, Smith MA, Poindexter NJ et al. Indirect 
recognition of donor HLA class I peptides in lung trans- 
plant recipients with bronchiolitis obliterans syndrome. 
Transplantation 1999: 67: 1094. 



758 



Oral tolerance pilot study 



25. Womer KL, Lee RS, Madsen JC, Sayegh MH. Toler- 
ance and chronic rejection. Philos Trans R Soc Lond B 
Biol Sci 2001: 356: 727. 

26. Womer KL, Sayegh MH, Auchincloss H Jr. Involve- 
ment of the direct and indirect pathways of allorecognition 
in tolerance induction. Philos Trans R Soc Lond B Biol Sci 
2001: 356: 639. 



27. Faria AM, Weiner HL. Oral tolerance: therapeutic 
implications for autoimmune diseases. Clin Dev Immunol 
2006: 13: 143. 

28. Blanas E, Carbone FR, Allison J, Miller JF, 
Heath WR. Induction of autoimmune diabetes by 
oral administration of autoantigen. Science 1996: 274: 
1707, 



759 



Exhibit 20 



Oral Insulin Therapy to Prevent Progression of 
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Abstract: Repeated ingestion of insulin has been suggested as an immune tol- 
erization therapy to prevent immune-mediated (type 1) diabetes. We per- 
formed a placebo-controlled, two-dose, oral insulin tolerance trial in newly 
diagnosed (<2 years) diabetic patients who had required insulin replacement 
for less than 4 weeks and were found to have cytoplasmic islet cell autoantibod- 
ies (ICAs). No oral hypoglycemic agents were permitted during the trial. En- 
dogenous insulin reserves were estimated at six-month intervals by plasma C- 
peptide responses to a mixed meal. Positive ICAs were found in 262 (31%) of 
the 846 patients screened. Of the 197 who agreed to participate, 187 could be 
followed for 6 to 36 months. Endogenous insulin retention was dependent upon 
initial stimulated C-peptide response, age at diabetes onset, and numbers of 
specific islet cell autoantibodies found. Oral insulin improved plasma C-pep- 
tide responses in patients diagnosed at ages greater than 20 years, best seen at 
the low (1 mg/day) over the high (10 mg/day) insulin dose (P = .003 and 
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Ann. N.Y. Acad. Sci, 1029; 260-277 (2004). © 2004 New York Academy of Sciences, 
doi: 10.1196/annals.l309.057 



260 



ERGUN-LONGMIRE et all PREVENTION OF TYPE 1 DIABETES 



261 



P as .01, respectively), In patients diagnosed before age 20 years, the 1 rag dose 
was ineffective, whereas the 10 mg dose actually accelerated C-peptide loss 
(p = .003). There were no adverse effects. If confirmed, these findings suggest 
that diabetic patients over age 20 years with ICA evidence of late-onset im- 
mune-mediated diabetes should be considered for oral insulin at 1 mg/day to 
better retain endogenous insulin secretion. 

Keywords: type 1 diabetes; immune-mediated diabetes; oral insulin tolerance 
therapy; endogenous insulin reserve; mixed meal tolerance testing; islet cell 
autoantibodies (ICA); GAJ) 65 ; IA-2 autoantibodies; insulin autoantibodies; 
HLA-DR/DQ phenotypes 

INTRODUCTION 

The immune-mediated form of type 1 diabetes (IMD) is an incurable, life-long 
disease 1 " 3 replete with life-threatening complications. The Diabetes Control and 
Complication Trial clearly showed that better diabetes control lowers complication 
rates, 4 and good control is more likely when appreciable endogenous insulin secre- 
tion is preserved. 5 Such preserved secretion capacity of pancreatic P cells has been 
promoted by immunosuppressant agents P The remissions achieved, however, were 
mostly transient, whereas the possible risks of lymphoma, renal damage, and/or in- 
fections likely outweighed the clinical benefits. 8 The evolution of autoimmunity and 
insulitis prior to the onset of clinical diabetes in nonobese diabetic (NOD) mice, as 
in human diabetes, has enabled investigators to use this animal model to design ef- 
fective immunotherapies. 9 On the basis of such animal studies, autoreactivity of 
IMD can be manipulated by various islet cell autoantigen-based immunotherapies, 
including systemic or oral administration of antigen to induce either down regulatory 
processes (e.g., clonal anergy and deletion of autoreactive T cells) or a systemic de- 
viation of autoimmune responses from destructive to nondestructive outcomes (e.g., 
Th2/3-dominated autoimmune responses with transferable suppression). It is now 
known that the frequency of diabetes can be lowered by repeated administrations of 
oral insulin in NOD mice without reducing insulitis. 9 - 10 However, this effect is dose 
dependent and the benefits seen at 1 mg doses disappear at higher doses (5 mg). 1 { > 12 
On the basis of encouraging' results in NOD mice studies, the possible prevention or 
delay in the onset of type 1 diabetes in high-risk patients was tested by the adminis- 
tration of insulin in the Diabetes Prevention Trial-Type 1 diabetes (DPT-1) and by 
the administration of nicotinamide in the European Nicotinamide Diabetes Interven- 
tion Trial (ENDIT) 13,14 However, the results were disappointing, in that neither oral 
insulin at 7.5 mg/day nor low-dose insulin injections were able to prevent disease in 
either study. 14,15 In addition, smaller trials performed in Europe also did not show 
any benefit of oral insulin therapy in the prevention of diabetes. 16,17 However, these 
results highlight the need for better methods to detect disease onset, for delineating 
the critical time to begin intervention, and for determining the effective antigen dos- 
age and time interval for administration. It was, therefore, the aim of this double- 
blind placebo-controlled study to learn whether oral insulin therapy taken daily from 
the time of clinical diagnosis of IMD could improve endogenous insulin retention 
and, if so, at what dose. We report herein that oral insulin delays progression of (3 
cell failure in newly diagnosed patients, but only in those diagnosed after age 20 
years who were given low (1 mg) doses. 
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MATERIALS AND METHODS 
Study Subjects 

A total of 846 patients were recruited by participating diabetes centers at the fol- 
lowing: Children's Hospital of New Orleans and LSUHSC (Drs. Vargas, Chalew, and 
Maclaren); University of Florida, Gainesville (Drs. Schatz and Maclaren); Universi- 
ty of Texas (Southwestern) at Dallas (Dr. Raskin); University of Southern California, 
Los Angeles (Dr. Zeidler); Joslin Center for Diabetes, Livingston, New Jersey (Dr. 
Rapaport); Cleveland Clinic (Dr. Rogers); Florida Hospital Diabetes Center, Orlan- 
do (Dr. Crockett); Atlanta Diabetes Associates (Drs. Davidson and Bode); Diabetes 
and Glandular Disease Clinic, San Antonio (Dr, Schwartz); University of Miami 
School of Medicine (Dr. Marks); Children's Clinic, Tallahassee, Florida (Dr. Deeb); 
and University of South Florida, Tampa (Dr. Malone and Shah). 

Eligibility requirements for ICA screening were diagnosis according to the 
American Diabetes Association criteria 1 within the preceding two years, and less 
than four weeks insulin replacement therapy before entering the study. Some pa- 
tients presented with a type 1 diabetes phenotype (especially children), whereas oth- 
ers did not (especially adults). Those found to have positive islet cell autoantibodies 
(ICAs) and who agreed to participate were asked to discontinue any oral hypoglyce- 
mic agents, and to have their diabetes managed exclusively by diet, exercise, and in- 
sulin injections to maintain optimal Hb Alc levels, 

Study Design 

The study was conducted under an investigator IND No. 48,784 from the Food 
and Drug Administration, and under informed consent as approved by local institu- 
tional review boards. After an Hb Alc test and a mixed-meal tolerance test (MMTT), 
patients were randomly assigned to placebo, 1 mg, or 10 mg insulin-containing 
capsules each day, balanced by the study center for age of onset (less than or greater 
than 20 years and treatment group. Repeat Hb Alc levels were performed, weights 
recorded, and insulin doses calculated in units/kg/d every three months. At six- 
month intervals, MMTTs and multiple ICA levels were repeated. Patients were en- 
couraged to remain in the trial for at least one year; for some patients, follow-up was 
extended up to three years. Patients with minimal plasma C-peptide responses (peak 
< 0.3 |xU/mL) to the MMTT were considered to be treatment failures, and were re- 
moved from further study as identified. 

Oral Insulin 

The oral insulin used in the study was from a single batch of regular, recombinant 
human insulin, kindly donated by the EH Lilly Co,, Indianapolis, IN, The Belmar 
Pharmacy, Denver, CO, produced the insulin capsules under GMP conditions using 
methyl cellulose as excipient. 

Mixed Meal Tolerance Tests 

Patients were instructed to take a high-carbohydrate diet for at least three days 
and then to fast overnight before the test. Sustacal or Boost was given at 7 mL/kg 
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up to a 13 oz. dose, and blood samples taken for glucose and plasma C-peptide levels 
at 0, 30, 60, 90, and 120 min thereafter, 

Laboratory Analyses 

Cytoplasmic islet cell autoantibodies (ICA) were determined using cryocut sec- 
tions of freshly frozen human blood group O pancreas, as previously described. 
Results equal to or greater than 20 JDFI units on two separate occasions were con- 
sidered positive. Insulin autoantibodies (IAA) were assayed by a radio immunoassay 
binding method using human monospecific A-14A-14 125 I-labeled insulin ligand, 
kindly provided by the Eli Lilly Co. as previously described. 19 A positive result was 
a displaceable insulin binding of > 105 LiU/mL or mean + 3 SDs of normal controls. 
Autoantibodies to Mr65Kda human glutamic acid (GAD 65 A) and to the insulinoma- 
associated antigen-two (IA-2A) tyrosine phosphatase were performed as previously 
described by a double radioimmunoassay procedure using tritium and S-labeled 
substrates produced recombinantly in a rabbit reticulocyte expression system. In- 
sulin and C-peptide analyses were performed by radioimmunoassay using kits pur- 
chased from Diagnostic Products, CA, and Linco, St. Louis MO. The Hb Alc assay 
used a capillary electrophoretic method. 21 HLA phenotyping for DRB1 and DQB1 
alleles was done by SSP as previously published, 20 

Statistical Analysis 

The study was designed with approximately 60 subjects in each treatment group 
and had an 80% power to detect a 20% difference in the one-year failure-free surviv- 
al rate overall and 80% power detect a 25% difference within each stratum. Kaplan- 
Meier life tables were constructed to describe the time from study enrollment until 
the peak plasma C-peptide response to MMTT fell below 0.3 |iU/mL, a value that 
taken as evidence for near complete pancreatic p cell failure. The long-rank test was 
used to compare the life tables. Multivariate analysis of time until loss of peak C- 
peptide response to MMTT used the Cox proportional hazards general linear model; 
Covariates included age, peak C-peptide response, and antibody positivity at trial 
onset. The loss of C-peptide response over time was analyzed using the repeated 
measure analysis of variance, incorporating indicator variables for each subject that 
had serial results. Because the distribution of the C-peptide values were skewed, 
only log-transformed values were used in our analyses. When frequencies were suf- 
ficiently large, the Chi-square statistic was used to compare proportions. Otherwise, 
an exact test of proportions was used. The three-arm comparisons of variables at se- 
lected time points were made using either the Duncan or Tukey multiple-range tests. 
A two-tail P value of .05 was established for statistical significance. Values between 
.05 and .01 were considered to be marginally significant, to allow for the multiple 
comparisons made. 

RESULTS 

The numbers of patients who were screened for ICA, were found to be positive, 
and who participated in the oral insulin trial, together with their gender, ages, and 
initial Hb Alc levels, are shown in Table 1. There were no statistical differences be- 
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TABLE 1. Baseline characterist ics of the study subjects 

Screened for ICA ICA+ Completed >6 Months of Trials 

2 — 

Number of Patients 846 262 187 

Age Range in Years 5-78 5-72 5-60 

Mean Age (years ± SD) 33.8 ± 16.1 22.4 ± 13.8 23.3 ± 13,7 . 

Male/Female (%) 356/490 (73%) 1 14/147 (78%) 85/102 (83%) 

Initial Hb Alc ND ND 8.6% ±2.4 
(Mean %±SD) 

TABLE 2. Metabolic outcomes and insuli n requirements during follow-up 

~~" Patient Treatment Group 





10 mg Insulin 




1 mg Insulin Dose 


Dose 


Placebo 


8.9 ±2.8 


8.6 ±2,4 


8.3 ±2.4 


(n-62) 


(»=62) 


(«=63) 


8.0±2.1* 


7.7 ±1.6 


6.8 ±1.4 


(*=34) 


(n«34) 


(»-35) 


0.46 ± 0,36 


0,43 ± 0.29 


0.43 ± 0.28 


(n==55) 


(n=48) 


(n-54) 


8.5 ±2.4 


7.8 ± 1.6 


8.0 ±2.6 


(»=27) 


(n=20) 


(/? -22) 


0.49 ± 0.33 


0.46 ±0.31 


0.49 ±0,31 


(*=43) 


(n=34) 


(/t-36) 


8.5 ±3.1 


7.8 ±0.48 


7.3 ±1,7 


(»=9) 


(*=4) 


(*=9) 


0.63 ± 0.63 


0.48 ± 0.36 


0.50 ± 0.29 


(»=14) 


(«=12) 


(n=15) 



Basal Hb Alc (mean % ± SD) 
6 months Hb Alc (mean % ± SD) 
6 months insulin doses (U/kg/day) 
12 months Hb Alc (mean % ± SD) 
12 months insulin doses (U/kg/day) 
24 months Hb Alc (mean % ± SD) 
24 months insulin doses (U/kg/day) 



♦Significantly different from placebo at P-,03. 

tween the treatment groups for Hb Alc levels or the insulin doses prescribed over the 
trial (Table 2). Subjects were studied for up to three years or until their peak C- 
peptide responses to a MMTT fell below 0.3 jxU/rnL. The median duration of follow- 
up was one year. 

Of 191 randomized subjects, 153 (81%) maintained a C-peptide response greater 
than the 0.3 jxU/mL threshold. The percentage of the subjects falling below this 
threshold did not differ significantly between the treatment arms. In a univariate 
analysis of time until peak C-peptide response failure, initial age and peak C-peptide 
were both statistically significant (P = .03 and P = .0001, respectively). Higher base- 
line C-peptide levels (a measure of endogenous insulin preservation) and older age 
were both associated with longer times until pancreatic (3 cell failure (Fig. 1A, B). 
However, after adjusting the results for the baseline peak C-peptide levels, age at 
study onset was no longer statistically significant; however, in 38% of subjects under 
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10 years of age, age and baseline C-peptide levels were correlated with a mean base- 
line peak C-peptide < 1.98, as compared with 1 8 , 20, and 24% of subjects in the sec- 
ond, third, or higher decades of life, respectively (P = .001). When analyzed by age- 
at-treatment stratum, baseline peak C-peptide remained a statistically significant 
prognostic factor in each age group (data not shown). 

There were no statistically significant differences in time until failure between 
the three experimental treatment groups (P = .42). The differences in time until C- 
peptide failure were not statistically significant in either age group (<20 or 
£ 20 years, P = .08 and P = 0.21, respectively). Although stratified by age, the study • 
was not designed with sufficient power to adequately address this issue. 

Changes in peak C-peptide values were also modeled over time to determine 
whether the rate of C-peptide loss was affected by oral insulin treatment. Whereas 
the peak C-peptide values generally declined over time, the rate of decline was mar- 
ginally associated with baseline peak C-peptide levels, with the group with the low- 
est initial levels having a greater rate of loss after adjusting for repeated observations 
over time on each subject (P = .05; Fro. 2A). The rate of loss in C-peptide was sta- 
tistically greatest for subjects under 10 years of age at study onset (P = .0001) as 
compared with other age groups (Fig. 2B). Subjects treated with 10 mg of oral insu- 
lin had greater declines in peak C-peptide than the others (P = .02; Fig. 2C). The 
greater rate of decline in C-peptide values over time in subjects treated with 10 mg 
of oral insulin was statistically significant in the group whose baseline C-peptide 
was between 1.98 and 3.94 (P = .004). Within the stratum of subjects under age 20 
years at treatment onset, the association between treatment with 10 mg of oral insu- 
lin and a greater rate of C-peptide loss was statistically significant (P = ,003; 
Fig. 3A). However, among subjects 20 years of age and older, there was a statistical- 
ly significant benefit of treatment with 1 mg of oral insulin (P = .002), even after ad- 
justing for baseline C-peptide values (P = .003; Fig. 3B). There was a smaller, yet 
statistically significant benefit (P = .01) from treatment with 10 mg of oral insulin as 
well in this group. 

In a multivariate analysis that included number of specific autoantibodies (ICA, 
IAA, IA-2A, and GADA) and age at onset, a higher number of autoantibodies was 
associated with a greater rate of loss of C-peptide (P = .05); treatment with 1 mg of 
oral insulin was significantly associated with a lesser rate of loss of C-peptide in the 
ICA-only group (P = .01), but still statistically significant in those with multiple au- 
toantibodies (P = ,03; Fig. 4). After adjusting for baseline C-peptide value in the lat- 
ter group, the lesser rate of C-peptide loss over time with the 1 mg oral insulin dose 
was still close to statistical significance ( P = .06). 

Patients with the youngest ages of onset had the highest frequencies of at-risk 
HLA haplotypes and the most numbers of autoantibodies, all of which were associ- 
ated with the fastest loss of C-peptide response (data not shown). 

Overall, we did not observe any side effects from either the low or high oral 
insulin doses when compared with placebo groups . 

DISCUSSION 

Oral insulin proved safe without adverse reactions of any kind. Although oral in- 
sulin administration did not reduce the overall endogenous insulin failure rate, the 
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initial C-peptide response, number of specific autoantibodies, and age at onset w.ere 
variables that were associated with a decreased failure rate, In our study, we demon- 
strated that in younger patients, more autoantibodies and/or a lower initial C-peptide 
level were associated with a more rapid loss of peak C-peptide (< 0.3 jiU/mL). How- 
ever, within the group of subjects with a moderate level of C-peptide at study entry, 
treatment with the 10 mg dosage was associated with greater rates of C-peptide loss, 
especially in the group under age 20. In patients over age 20, however, treatment 
with 1 or 10 mg oral insulin was associated with slower loss of C-peptide response, 
but not in those whose initial C-peptide responses were very low. Further, the linear 
dose-response relationship between oral insulin dose and maintenance of C-peptide 
suggests that there is a therapeutic dose window. Our study indicates that retention 
of endogenous insulin secretion after diagnosis of type 1 diabetes presenting after the 
pubertal years can be induced by the sustained, daily ingestion of oral insulin, These 
findings are in keeping with our preliminary report, which was performed as a blind- 
ed, interim safety analysis, 22 Further, there was a nonsignificant decline in the level 
of IAA in patients taking replacement insulin, but no declines in GAD65 or IA-2 
autoantibodies. We previously reported that the prevalence of IMD as judged by 
islet cell autoantibodies and HLA markers of susceptibility for IMD varied among 
adult diabetic patients according to their ethnicity. 23 If insulin therapy could delay 
rapid progression to complete (5 cell destruction in this group, it would be beneficial 
to their long-term management. The Tokyo study demonstrated that small doses of 
insulin prevent P cell failure in slowly progressive of type 1 diabetes in adults with 
high GAD65 antibody levels. 24 

The lack of adverse effects make this an appealing way to intervene in the autoim- 
mune process that continues beyond the time of clinical diagnosis. As in animal 
studies, the effect was strikingly dose related, being beneficial at moderate doses but 
non beneficial or perhaps even harmful at high doses, 

The gut-associated lymphoid tissues (GALT) comprise the bulk of the body's im- 
mune system, as most foreign antigens are encountered as food. In general, antigen 
(peptide)-specific regulatory T cells generated by contact with cleaved peptides in 
the intraepithelial compartment are expanded in local nodes and Peyer's patches, so 
that subsequent contacts with that antigen will suppress possible T cell activation. 
Such T cells have a biased expression of cytokines, such as TGF-p, produced by T 
helper-3 (Th3) cells, or IL-4 and IL-10, produced by Th2 cells. Thus, it was hoped 
that repeated ingestion of an autoantigen targeted in an autoimmune disease could 
be used as tolerogenic therapy. Studies in NOD mice indicate that oral feedings of 
insulin generate insulin/insulin B chain-specific regulatory T cells, which, after 
clonal expansion, migrate to the pancreatic islets where (insulin/B chain) antigens 
are found. Once activated, these regulatory T (Tr ) cells release their cytokines and 
thereby inhibit on going in situ autoimmune reactions to all antigens 25 a process 
termed "bystander" immuno suppression. In this study, as in those reported in NOD 
mice, the protective effect was negated at increased antigen doses, 11 Relative to the 
doses of oral antigen used, the possible outcomes are immunization, active immuno- 
regulation, or anergy. 

Disappointingly, there were no clinical benefits discernible from our oral insulin 
tolerance therapy as reflected in improved diabetes control, lowered glycated hemo- 
globin levels, or reduced daily insulin dosages. Because the participating physicians 
were blinded as to the treatment groups, it is not unexpected that their care would 
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have achieved similar levels of diabetes control, albeit lower replacement insulin re- 
quirements might have been anticipated with improved retention of endogenous in- 
sulin from oral insulin therapy, at least in the 20+ years at onset group. Nevertheless, 
these results are encouraging, and suggest that amendments to the 1 mg dose oral 
insulin protocol reported herein could lead to improved outcomes, which might be 
clinically valuable, at least in late-onset disease. Methods of enhancing the benefi- 
cial effects could include the addition of a second self-antigen to augment the affect 
of insulin. Our own group has, in fact, demonstrated augmented effects by the addi- 
tion of GAD 65 to oral insulin in NOD mice. 26 Other approaches include adding an 
adjuvant such as endotoxin 27 to promote Th2/3 responses, conjugating the antigen 
to a hapten such as cholera B chain, and/or adding cytokines therapies such as IL-4 
of the Th2/3 types. 

Before announcement of the DPT-1 trial, 15 two other trials of oral insulin therapy 
in newly diagnosed patients with type 1 diabetes were reported without significant 
improvements in residual p cell function. 16,17 All three studies used the same type 
and source of insulin, but the Italian group used a 5 mg dose, the French group 2,5 
and 7.5 mg doses, and the DPT-1 trial a 7.5 mg dose. In our study, the 1 mg dose was 
superior to placebo, but only in patients diagnosed after age 20 years, The above the 
clinical trials were more limited studies than ours, with generally younger patients 
presenting clinically with a type 1 diabetic phenotype. The mean age for the Italian 
study was 14 years, with no patient over 35 years, whereas the mean age of the 
French study was 18 to 19 years, with no patient over 40 years. In the DPT-1 trial, 
the median age was 10 years, with a range of 3 to 45 years. This may have been sig- 
nificant, in that we documented worsening C-peptide responses in children, at least 
at the higher dose used. Further, our study was designed to include many ICA- pos- 
itive adult diabetic patients in a relatively quiescent phase of their disease. In addi- 
tion, endogenous insulin reserves in the other two studies were measured after a 
glucagon stimulus; however, it is unclear whether the mixed meal stimulus we used 
is the more powerful secretagogue. 

Recently published data showed similar results with previous trials in attempt to 
prevent or delay the onset of IMD; however, preservation of C-peptide production in 
the prediabetic period appealed to indicate nonprogression to clinical disease. 28 This 
finding may serve as a new surrogate for determining response to preventative efforts. 

In summary, ours is the first report to suggest a benefit from oral insulin tolerance 
therapy in newly diagnosed type 1 diabetic patients, albeit this benefit was chemical 
rather than clinical, and was confined to patients diagnosed after age 20 years and to 
low 1 mg daily doses of oral insulin. The result should encourage further trials, with 
multiple autoantigens (e.g., recombinant human GAD65 and insulin, which give ad- 
ditive protection in NOD mice), adjuvants (e.g., cholera B toxin), and suppressor cy- 
tokines (e.g., IL-4, TGF-P, IL-10 ) to amplify the benefits of oral insulin tolerance 
therapy, especially in adult-onset patients who have not yet progressed to a type 1 
diabetic phenotype. 
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METHODS AND COMPOSITIONS FOR SUPPRESSING 
10 AUiOGRATT REJEC TTfW TK MAMMALS 

FIELD OF THE INVENTION 

This invention relates to methods and compositions for 
suppressing the immune response in animals. More particulary, 
but not by way of limitation, the present invention is directed 

15 to pharmaceutical formulations and methods for suppressing and 
controlling the immune response of mammals against the intro- 
duction of foreign tissue. The invention also includes methods 
for prolonging the survival of transplanted organs and tissues. 
BACKGROUND OF THE IN VENTION 

20 The success of surgical transplantation of organs and 

tissue is largely dependent on the ability of the clinician to 
modulate the immune response of the transplant recipient. 
Specifically the immunological response directed against the 
transplanted foreign tissue must be controlled if the tissue is 

25 ' to survive and function. Currently, skin, kidney, liver, 

pancreas and heart are, the major organs or tissues with which 
allogeneic transplantations are performed* It has long been 
known that the normally functioning immune system of the 
transplant recipient recognizes the transplanted organ as "non- 
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self" -tissue and thereafter mounts an immune response to the 
presence of the transplanted organ* Left unchecked, the immune 
response will generate a plurality of cells and proteins that 
will ultimately result in the loss of biological functioning or 
5 the death of the transplanted organ. 

Tissue and organ transplant recipients are customarily 
treated with one or more cytotoxic agents in an effort to 
suppress the transplant recipient's immune response against the 
.transplanted organ or tissue. For example r cyclosporine 

10 (cyclosporin A) , a cyclic polypeptide consisting of 11 amino 

acid residues and produced by the fungus species Tolypocladium 
inf latum Gams , is currently ther drug of choice for administra- 
tion to the recipients of allogeneic kidney, liver, pancreas 
and heart (i.e., wherein donor and recipient are of the same 

15 species of mammals) transplants. However, administration of 
cyclosporine is not without drawbacks as the drug can cause 
kidney and liver toxicity as well as hypertension. Moreover, 
use of cyclosporine can lead to malignancies (such as lymphoma) 
and lead to opportunistic infection due to the "global" nature 

20 of the immunosuppression it induces in patients receiving long 
term treatment with the drug, i.e., the hosts normal protective 
immune response to pathogenic microorganisms is downregulated 
thereby increasing the risk of infections caused by these 
agents . 

25 Preliminary results have shown FK-506 (which has a 

similar mode of action as cyclosporine) to be as potent as 
cyclosporine in its immunosuppressive qualities and to have 
fewer toxic side effects than cyclosporine. However, because 
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studies on FK-506 are only in the early stages, it is not 
available to the general population. Hence, the use of this 
agent is limited. 

Other drugs and/or therapies which are currently 
5 administered (either in conjunction with cyclosporine or alone) 
to suppress the rejection of allogeneic grafts or allografts 
are also non-specific immunosuppressive drugs or therapies. 
Steroids, such as prednisone and methylprednisalone, and 
Azathioprine (an analog of 6-mercaptopurine ) are among the non- 
10 specific immunosuppressive drugs used to prolong allograft 
survival in transplantation recipients. 

0KT3 monoclonal antibodies, directed against the CD3 
antigen present on T-cells, have also been employed as non- 
specific immunosuppressive therapeutic agents in allograft 
15 recipients. However, 0KT3 monoclonal antibodies are of murine 
origin and the patients to whom such monoclonal antibodies are 
given mount an immune response against these foreign proteins. 
Thus the usefulness of such materials is limited. 

Another drawback to the above-mentioned drugs and 
20 antibodies is that they must be administered indefinitely to 
suppress allogeneic graft rejection, and tolerance to the 
foreign tissue does not develop. 

Total lymphoid irradiation (TLI) is yet another form of 
non-specific immunosuppressive therapy that has been used 
25 clinically and experimentally to prolong allograft survival. 
The radiation exposure and treatment schedule for TLI were 
developed for the treatment of Hodgkin's disease and were 
subsequently found to be immunosuppressive. Although, TLI 
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induces production of the "global" immunosuppression mentioned 
above and has the same limitations of other global immunosup- 
pressive therapies, it is the only form of immunosuppression 
currently in use which appears to induce a specific tolerance 
5 to allogeneic tissue. However, TLX is cumbersome to administer 
and is in an early stage of development, and thus its useful- 
ness is limited* 

The oral and aerosol administration of antigens has 
. also been recognized as an effective way to suppress the immune 

10 response in mammals to these antigens. The advantages of 
administering antigens via the oral route include: the 
simplicity of the techniques involved; the convenience of such 
techniques since many of the methods can be developed in-situ 
at the research or treatment facility; the safe, non-toxic 

15 effects of the ingestion route; and the specificity that can be 
provided with the antigens* 

Recent studies on several autoimmune disease models 
have demonstrated that the oral administration of antigens can 
suppress at least the portion of the immune response that is 

20 directed against autoantigens and also protect the treated 
animals from the induction of specific autoimmune diseases. 
\ For example, various animal models are available for the study 
of Type 1 diabetes as an autoimmune disorder. These include 
the BB rat (Nakbookda, A.F., et al., Diabetolocic 14 : 199-207^ 

25 1978) and the NOD (non-obese diabetic) mouse in which diabetes 
develops spontaneously (Prochazka et al. Science 237:286, 
1987). Islet-cell specific, CD4- and CD8-positive T-lym- 
phocytes have been implicated as the causative agents respon- 
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sible for damage to islet beta cells, as demonstrated by 
transfer of lymphocytes from affected adults to newborn animals 
(jL. EXP- Me dt 1^6:823, 1987). 

Experimental allergic encephalomyelitis (EAE) is an 
induced T-cell mediated autoimmune disease directed against 
myelin basic protein (MBP) that is widely used as an animal 
model for the human disease Multiple Sclerosis (MS). EAE can 
be induced in small mammals by intravenous administration of 
MBP and a strong adjuvant, such as Preund's complete adjuvant. 
This treatment induces an acute, monophasic autoimmune disease 
With the characteristics of MS. 

Weiner et al., U.S. Patent Application entitled Method 
Of Treating Or Preventing Type 1 Diabetes By Oral Administra- 
tion Of Insulin, filed October 10, 1990, discloses oral and 
aerosol compositions and pharmaceutical formulations containing 
insulin which are useful for treating mammals suffering from or 
at risk for autoimmune diseases having the characteristics of 
Type 1 diabetes. 

Weiner et al., U.S. Patent Application Ser. No* 460,852 
filed February 21, 1990, (the national stage of PCT Application 
No. PCT/US88/02139, filed June 24, 1988), which is a continua- 
tion-in-part application of U.S. Patent Application Ser. No. 
065,734 filed June 24, 1987, generally discloses the treatment 
of autoimmune diseases by oral administration of autoantigens . 

Weiner et al.,'U.S. Patent Application Ser. No..454-?486 
filed December 20, 1989, discloses the aerosol administration 
of autoantigens, disease-suppressive fragments of said 
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autoantigens and analogs thereof as an effective method for 
treating T-cell mediated autoimmune diseases. 

Weiner et al., U.S* Patent Application Ser* No. 
487,732, filed March 2, 1990, discloses synergists (enhancers) 
5 for use with oral administration of autoantigens, disease 

suppressive fragments and analogs thereof as effective treat- 
ments for T-cell mediated autoimmune diseases. 

Weiner et al., U.S. Patent Application Ser, No. 551,632 
filed July 10, 1990, a continuation-in-part of O.S. Patent 

10 Application Serial No. 379,778, filed July 14, 1989, discloses 
methods of preventing or treating uveoretinitis in mammals by 
oral administration of purified. S antigen, Interphotoreceptor 
Retinoid Binding Protein (IHBP) antigen or 'disease suppressive 
fragments thereof. 

15 Nagler-Anderson, et al., (Proc. Natl. Acad. Sci. fUSAl 

j33: 7443-7446, 1986), describe the oral administration of 
collagen to suppress collagen-induced arthritis in a mouse 
model. 

However, the above-mentioned references do not disclose 
20 the use of antigens to suppress the mammalian graft rejection 
mechanism because it has not been shown that the principle of 
oral administration of transplantation antigens could prevent 
allograft rejection* 

The present invention proposes the clinical administra- 
25 tion to mammalian graft recipients of alloantigens via oral and 
aerosol routes to induce a tolerance to foreign tissue grafts. 
The invention will be primarily useful in the field of organ 
transplantation including bone marrow. Although previous 
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studies have shown that alloantigens injected intravenously to 
recipients can prolong the survival of renal transplants 
( Transplantation 39t56, 1985; J^. Immunol. 121:1480, 1978; 
Exp. Med. 119:1042, 1979 }, no disclosure or suggestion of 
5 " introducing these antigens orally or in an aerosol form was 
made therein. 

It is, therefore, an object of the present invention to 
provide agents and methods for suppressing the detrimental im- 
mune response in mammals to the grafting or transplantation of 
10 foreign (or "non-self") tissues and organs. 

Another object of the present invention is to provide 
pharmaceutical formulations and- preparations that may be 
administered to mammals to suppress the immune rejection of 
surgically transplanted tissues. 
15 A still further object of the invention is to provide 

synthetic compositions and pharmaceutical formulations that may 
be administrated to mammals via the oral or aerosol route to 
suppress the mammalian immune response to the presence of 
. transplanted tissue or organs . 
20 These and other objects of the present invention will 

become apparent to those of ordinary skill in the art in light 
of the following. 
SUMMARY OF THE INVENTION 

It has now been unexpectedly discovered that composi- 
25 tions comprising specific antigenic agents, including by way of 
' non-limiting example allogeneic spleen tissue and cultured 

lymphocytes and specific Major Histocompatibility Complex (MHC) 
antigens can be administered to mammals via the oral or aerosol 
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route to suppress the mammalian immune response to surgically 
transplanted "non-self" organs or tissues. Because the effect 
is dependent upon MHC molecules present on the surface of 
spleen cells , which differ between the tissue donor and the 
5 recipient/ administration of these antigens alone is expected 
to be effective. 

Orally administered allogeneic splenocytes can suppress 
the immune response of a host mammal which normally occurs 
shortly after transplant surgery against surgically transpl- 

10 anted "non-self" tissue in an antigen-specific manner. It has 
also been found that oral ingestion of allogeneic spleen tissue 
preparations depresses the delayed type hypersensitivity 
reaction and mixed lymphocyte reaction in mammals. Composi- 
tions and pharmaceutical formulations for oral administration 

15 of allogeneic splenocytes may be prepared from natural al- 
logeneic tissue. For administration to humans such composi- 
tions comprise synthetic derivatives of antigens i.e., peptide 
fragments of MHC antigens. 

In practicing the method of the present invention, 

20 pharmaceutical formulations containing synthetic antigens or 
natural allogeneic splenic or lymphocyte tissue or cell 
derivatives are prepared and orally administered to mammalian 
subjects some time prior to organ or tissue transplant surgery. 
Additionally, an aerosol delivery system can be 

25 prepared with essentially the dosages of splenocyte derivatives 
or MHC antigens as above and a pharmaceutically suitable 
carrier or diluent. The aerosol formulations can also be 
administered sometime prior to transplant surgery via the 
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aerosol route. These and other improvements will be described 
in the following descriptions, drawings and appended claims. 
BRIEF DESCRIPTION OF THE DRAWINGS 

Figure 1 is a graph showing the effect of feeding 
5 allogeneic splenocytes on the mixed lymphocyte reaction (MLR) . 

Figure 2 is a graph showing the effect of feeding 
allogeneic splenocyte lysates on the mixed lymphocyte reaction. 

Figure 3 is a graph showing the kinetics of oral 
tolerance to alloantigens , 
10 Figure 4 is a graph depicting the effect of feeding 

syngeneic or allogeneic splenocytes on delayed type hypersen- 
sitivity (DTE) reactions. 

Figure 5 are a series of immunof luoresence analyses 
(histograms) showing the effect of feeding allogeneic 
15 splenocytes on lymphocyte composition. 

Figure 6 is a graph showing the survival of cardiac 
allografts in control rats, LEW rats fed syngeneic splenocytes, 
LEW rats fed third party (WF) splenocytes or LEW rats fed 
allogeneic splenocytes. 
20 Figure 7 is a graph showing the effects of feeding 

splenocytes on the MLR of skin graft recipients compared to 
control (non-fed) skin graft recipients. 



DETAILED DESCRIPTION OF THE INVENTIO N 
25 The contents of all patent applications, patents and 

literature references referred to in this specification are 
hereby incorporated by reference in their entirety. 
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The present invention addresses the need for an 
alternate to existing methods for suppressing the immune 
response directed against foreign tissue transplants , as for 
example, post-transplant surgery. In addition, the methods of 
5 the present invention provide for prolonged survival of organ 

and tissue allogeneic grafts (i.e. transplants from individuals 
of the same species) in a mammal in need of such treatment. 

Thus, the present invention provides means whereby the 
rejection of tissue allografts can be prevented, thus prolong- 
10 ing the survival of transplanted tissue and organs. 

It has now been unexpectedly discovered that oral 
administration of allogeneic splenocytes or synthetic MHC 
antigens (or immune suppressive fragments or analogs thereof) 
is effective for suppressing the in vitro mixed lymphocyte 
15 reaction which is a model system for the graft rejection 
response in post-transplant mammalian recipients. 

Without wishing to be bound to any particular theory of 
operation or mechanism of action for the invention it is 
believed that the oral administration of allogeneic splenocytes 
20 or derivatives of MHC antigens pursuant to the present inven- 
tion affects the immunological mechanisms of graft rejection, 
i.e. the activation of helper T-cells is decreased by the 
induction of specific suppressor T-cells. 

In the following discussions the following terms shall 
25 have the meaning ascribed to them below. 

"Oral administration " shall mean both oral administra- 
tion and enteral administration (delivery directly into the 
stomach) . 
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"Mammal" shall mean any organism having an immune 
system and therefore susceptible to allogeneic graft rejection. 

-Aerosol" refers to finely divided solid or liquid 
particles that may be created using a pressurized system such 
5 as a nebulizer. The liquid or solid source material contains 
MHC antigens and/or disease suppressive fragments and analogs 

thereof as defined herein. 

The -aerosol route" of administration means delivery of 
an aerosol formulation to a host via the nasal or oral airway. 

10 "Major Histocompatibility Complex" (MHC) is defined as 

' a complex series of mammalian cell surface proteins. The MHC 
plays a central role in many aspects of immunity both in 
presenting histocompatibility (or transplantation) antigens and 
in regulating the immune response against conventional 

15 (foreign) antigens. There are two types of MHC protein 

molecules, Class I and Class II. Class I MHC proteins are 
present on virtually all tissues and Class II MHC proteins are 
present on the surface of activated T-cells, macrophages and 
other immune system cells. The human MHC genes (the HLA 

20 genetic locus) are located on human chromosome 6, the mouse MHC 
genes are located in the H-2 genetic locus on mouse chromosome 
17 the analogous rat MHC genes are referred to as RTI. 

"Class I MHC antigens" are defined as membrane 
glycoproteins present on the surface of all nucleated cells and 

25 play a key role in antigen recognition by CD8+ cytotoxic T- 
cells. 

"Class II MHC molecules" are membrane glycoproteins 
that form part of the MHC and are most important in the 
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initiation of immune responses. Class II MHC molecules are 
found mainly on cells of the immune system including B-cells, 
macrophages, brain astrocytes, epidermal Langerhan's cells, 
dendritic cells, thymic epithelium and helper T-cells. Class 
5 II MHC molecules are involved in regulating the immune response 
during tissue graft rejection, stimulation of antibody produc- 
tion, graft-versus^host reactions and in the recognition of 
"self" (or autologous) antigens, among other phenomena. 

"MHC antigens" are defined herein as Class I and/or 
10 Class II MHC antigens, MHC antigens of the present invention 
include both Class I and Class II, either alone or in combina- 
tion. 

"Allogeneic tissue extracts" are defined as splenocyte, 
splenic tissue or cultured lymphocyte extracts obtained from an 

15 allogeneic transplant donor and propared as described below. 

"Immune suppressive fragments" means any peptide or 
polypeptide containing partial amino acid sequences or moieties 
of analogs of the relevant MHC antigens possessing the ability 
to induce suppression of the hosts immune response against 

20 organ or tissue allogeneic grafts. Such fragments need not 
possess the alloantigeneic properties of the entire MHC 
molecule. 

"Analogs" of immune suppressive fragments refers to 
compounds that are structurally related to suppressive frag- 
25 ments of MHC antigens thereof which possess the same biologic 
activity, i.e., the ability to suppresses a mammalian hosts 
response against a transplanted organ or tissue. The term 
includes peptides having amino acid sequences which differ from 
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the amino acid sequence of the relevant MHC antigens of the 
potential graft recipient by one or more amino acid residues. 

Disease suppressive fragments and analogs for use in 
the present invention can be synthesized using well known solid 
5 ' phase synthesis techniques (Merrifield, R.B. fied^ proc. Am. 
pnr. Fv. Biol. 21 : 412, 1962 and 3_±. Anw Chem. fioc^ 15: 2149, 
1963; Mitchel, A.R. et al., J. Am. Chem. goc t 98: 7357, 1976; 

Tarn, J. et al., g hBb Soc - 105 s 6442 ' 1983 >* Analo 9 s 

can be constructed by identifying an equivalent amino acid 
10 sequence and using the peptide synthesis techniques disclosed 
above. 

Analogs can be provided-using the known amino acid 
sequence of MHC antigens as disclosed in Tmmunoqenetics 29 ; 231- 
234, 1989. 

15 Disease-suppressive analogs and fragments can also be 

obtained using recombinant DNA techniques that are well-known 
in the art. 

Disease suppressive fragments of MHC antigens and 
•analogs thereof can be identified using routine experimentation 
20 using suitable in vivo systems such as those of Examples 1-4 
below. 

T-lymphocytes can be obtained from a potential al- 
lograft donor using methods well kown in the art and cultured 
as described in T^ns plantation 41:549, 1986 and Transplanta- 
25 tion 48:639, 1989 and administered to a mammal about to undergo 
or having undergone (as described below) an organ or tissue 
allograft. 
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Extracts (or lysates) of splenic tissue or cultured 
lymphocytes can be prepared using techniques well known in the 
art such as those described in Example 1 below. 

In accordance with the present invention, conventional 
5 tissue typing, well-known in the art and routinely conducted on 
all transplant donors and recipients, is performed on a 
potential transplant donor to determine the MHC phenotype of 
the donor tissue or organ. Synthetic MHC antigens, disease 
suppressive fragments or their analogs can then be synthesized 

10 using the techniques described above. These antigens and/or 
fragments may be administered to mammals, especially humans, 
who are to receive a transplant,^ or to patients that have 
already received transplanted "non-self" tissue. The methods 
and compositions of the present invention may be used to treat 

15 mammals that have previously received "non-self" organ or 

tissue transplants and are beginning to display the initial 
symptoms of allograft rejection (such as fever, tenderness of 
the transplanted organ or loss of function thereof ) . The 
method and compositions of the invention are useful to preserve 

20 the organ or tissue and damp down or shut off that portion of 
the immune response of the recipient that is directed against 
the transplanted tissue or organ. To be effective the 
compositions and methods of the present invention must be 
administered before total rejection occurs. 

25 Pursuant to the present invention, MHC antigens or 

transplantation rejection suppressive fragments or their 
analogs are inge.sted by a mammal that is to receive, or has 
already received a "non-self" organ or tissue transplant via 
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the oral or enteral route, in an amount of between about 0.1 mg 
per kg body weight and about 10 mg per kg of body weight per 
day. The pharmaceutical compositions of the invention may be 
administered as a single dose or in multiple dose form via the 
5 oral or enteral route. Preferably, the is administered in an 
amount between about 1 mg and about 5 mg per kg body weight of 
said mamma] per day. The exact amount to be administered will 
vary depending on the severity and stage of a patient's disease 
and the physical condition of the patient. 

10 when administering splenic cells, cultured lymphocytes 

or extracts thereof, between about 10 6 and about 10 9 cell 
equivalents per kg body weight per day may be administered in 
single or divided doses. 

The timing of such treatments shall be such that, if 

15 • possible, the pharmaceutical formulations or dosage forms of 
the present invention are administered between about 7 and 
about 14 days before the transplantation is performed. The 
treatment is preferably continued for at least about 6 months 
after the transplanted organ or tissue has been introduced into 

20 the host. (recipient) organism and may be continued indefinately 
if necessary or desirable. 

In addition, if "a transplant recipient (either already 
receiving the compositions of the invention or not) begins to 
manifest symptoms of rejection, the pharmaceutical formulations 

25 of the present invention may be administered in increased 
amounts and/or frequency. 
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The present invention also is directed to oral dosage 
forms and pharmaceutical formulations for administration to 
mammals in order to prolong the survival of or suppress the 
rejection of a transplanted organ or tissue . It will be 
5 understood that any statistically significant prolongation in 
graft survival pursuant to the treatment of the present 
invention is within the scope of the invention. 

The oral pharmaceutical formulations of the present 
invention may also contain inert constituents including 

10 pharmaceutically acceptable carriers -, diluents r fillers, 

solubilizing or emulsifying agents and salts of the type that 
are well-known in the art. For" example, tablets and caplets 
may be formulated in accordance with conventional procedures 
employing solid carriers, such as starch and bentonite, that 

15 are well-known in the art. Examples of solid carriers include 
bentonite, silica, dextrose and other commonly used carriers. 
Further non-limiting examples of carriers and diluents which 
may be used in the formulations of the present invention 
include saline and any physiologically buffered saline solution 

20 such as phosphate buffered saline, pH 7-8 and water ♦ 

Capsules employed in the present invention may be made 
from any pharmaceutically acceptable material such as gelatin 
or cellulose derivatives. The active biological materials of 
the invention may be administered in the form of sustained 

25 release oral delivery systems and/or enteric coated oral dosage 
forms such as those described in U.S. Patent No. 4,704,292 
issued November 3, 1987, U.S. Patent No. 4,309,404 issued 
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January 5, 1982 and U.S. Patent No. 4,309,406 issued January 5, 
1982. 

It will be appreciated that the unit content of active 
ingredient or ingredients contained in an individual dose of 
5 each dosage form need not in itself constitute an effective 
amount for suppressing graft rejection since the necessary 
effective amount can be reached by administration of a 
plurality of dosage units. 

The preferred route of administration of the dosage 

10 forms of the present invention is orally or enterally. 

' preferred oral or enteral pharmaceutical formulations or dosage 
forms may comprise for example /between about 70 mg and about 
500 mg of MHC antigens, disease suppressive fragments or 
analogs thereof or between about 10 7 -10 10 cell equivalents when 

15 using allogenic cells or extracts thereof. 

In an alternative embodiment of the present invention 
the pharmaceutical formulations of the present invention are 
administered to mammals in aerosol form. It is anticipated 
that smaller quantities of the allogeneic tissue extracts or 

20 MHC antigens, disease suppressive fragments or their analogs 

will be required to achieve suppression of graft rejection when 
using the aerosol form of administration. This has been found 
to be the case in treating experimental allergic en- 
cephalomyelitis (EAE) with myelin basic protein (MBP), and also 

25 in treating adjuvant arthritis with collagen as disclosed in 
the co-pending U.S. Patent Application of Weiner et al. Ser. 
No. 454,486 filed December 20, 1989. The quantity of MHC 
antigens, disease suppressive fragments or the analogs of such 
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materials which may be administered in an aerosol dosage form 
would be between about 0.01 mg and 10 mg per kg body weight of 
a mammal per day. The aerosol dosage forms of the present 
invention may be administered to a patent via the aerosol route 
5 in a single dosage form or multiple dosage forms. The exact 

amount to be administered will vary depending on the state and 
severity of a patient's disease, the activity of the patients 
immune system and the physical condition of the patient. 

When administering splenic cells , cultured lymphocytes 

10 or extracts thereof, between about 10 s and about 10 9 cell 

equivalents per kg body weight per day may be administered in 
single or divided doses in an aerosol form. 

The aerosol pharmaceutical formulations of the present 
invention may include, as optional ingredients, pharmaceutical- 

15 ly acceptable carriers, diluents, solubilizing or emulsifying 
agents, and salts of the type that are well-known in the art. 
Specific non-limiting examples of the carriers and/or diluents 
that are useful in the aerosol pharmaceutical formulations of 
the present invention include water, normal saline and 

20 physiologically-acceptable buffered saline solutions such as 
phosphate buffered saline solutions, pH 7.0-8.0. 

Examples of useful solubilizing and emulsifying agents 
are physiologically balanced salt solutions, phosphate buffered 
saline and isotonic saline. The salts that may be employed in 

25 preparing the aerosol dosage forms of the invention include" the 
pharmaceutical^ acceptable salts of sodium and potassium. 

The route of administration of allogeneic spleen cells, 
cultured lymphocytes extracts thereof or MHC antigen or disease 
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suppressive fragments or their analogs according to this 
alternate embodiment of the present invention is in an aerosol 
or inhaled form. The aerosol compositions of the present 
invention can be administered as a dry powder or in an aqueous 
solution. Preferred aerosol pharmaceutical formulations may 
comprise, for example, a physiologically-acceptable buffered 
saline solution containing between about 7 mg and about 700 mg 
of the compositions of the present invention, disease suppres- 
sive fragments or analogs thereof. 

Dry aerosol in the form of finely divided solid 
• particles of tissue extracts from spleen cells, MHC antigens 
disease suppressive fragments or analogs thereof that are not 
dissolved or suspended in a liquid are also" useful in the 
practice of the present invention. The compositions of the 
15 present invention may be in the form of dusting powders and 
comprise finely divided particles having an average particle 
size of between about 1 and 5 microns, preferably between 2 and 
3 microns. Finely divided particles may be prepared by pul- 
verization and screen filtration using conventional techniques 
that are well known to those skilled in the art. The particles 
may be administered by inhaling a predetermined quantity of the 
finely divided material, which can be in the form of a dry 

atomized powder. 

The pharmaceutical formulations of the present" inven- 
tion may be administered via the aerosol route by means of a 
nebulizer, as an example those described in U.S. Patent Nos. 
4,624,251 issued November 25, 1986; 3,703,173 issued November 
21, 1972; 3,561,444 issued February 9, 1971 and 4,635,627 
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issued January 13, 1971. The aerosol material is inhaled by 
the subject to be treated. 

Other systems of aerosol delivery, including for 
example the pressurized metered dose inhaler (MDI) and the dry 
5 powder inhaler as disclosed in Newman, S.P. in Aerosols and the 
XdmSr Clarke, S.W. and Davia, D. eds. pp. 197-224, Butter- 
worths, London, England, 1984 can be used in conjunction with 
the method of the present invention. 

Aerosol delivery systems of the type disclosed herein 

10 are available from numerous commercial sources including Pisons 
Corporation (Bedford, MA), Schering Corp. (Kenilworth, NJ) and 
American Pharmoseal Co., (Valencia, CA) . 

In accordance with the present invention, experiments 
were performed in which the effects of oral administration of 

15 allogeneic splenocytes to Lewis rats were studied, with par- 
ticular attention being given to the effects on the immune 
response of the transplant recipient. To this end, the in 
vitro mixed lymphocyte response (MLR), the delayed type 
hypersensitivity (DTH) reaction, and the in vivo accelerated 

20 cardiac allograft rejection techniques were utilized. In each 
case, the oral administration (to the recipient of a "non-self" 
tissue transplant) of splenocyte cells from a donor animal 
resulted in suppression of these T-cell mediated immune 
reactions. As T-cells have been implicated as the major 

25 mediators of allograft rejection, the results of these tests 
establish the practical efficacy of the methods and phar- 
maceutical formulations of the present invention. 
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The present invention is illustrated in specific 
working examples presented below which are intended to il- 
lustrate the present invention without limiting the scope 
thereof * 

5 

EXAMPLE It PREPARATION OF MATERIA LS AND TEST SUBJECTS 

1. SBfctesfc Mammals 

The test population was comprised of male rats of the 
Lewis (LEW) / Wistar Furth (WFj and Brown Norway (BN) variety 
10 (obtained from Harlan Sprague Dawley Inc., Indianapolis, IN). 

The rats in the experiments described below were approximately 
8-10 weeks old, and were bred under careful observation. 

2. Preparation of splenocytes 
15 for oral administration 

Fresh splenic tissue was obtained from syngeneic (same 

species, same strain) or allogeneic (same species, different 

strain) animals shortly prior to oral administration. Single 

cell splenocyte suspensions were prepared by mashing the fresh 

20 spleen through a standard stainless steel mesh (2 inches by 2 

"inches). Red blood cells were specifically lysed with Tris- 

ammonium chloride buffer according to standard proecudres well 

known in the art, washed twice with Hank's Balanced Salt 

Solution (HBSS) and resuspended into various concentrations as 

25 • described below before, use. 

3. Pre paration of sp lpnocyte lvsate 

Splenocytes prepared as in the above method were lysed 
by repetitive f reeze-thawing in the following manner: 
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(a) Cells were quick frozen at -70 °C for 30 
minutes ; 

(b) Quick frozen splenocytes were then thawed at 
37-C; 

5 (c) This freeze-thaw cycle was repeated one more 

time. 

The resulting materials were used for oral administration. 

EXAMPLE 2; ORAL ADMINISTRATION OF 
10 PREPARED SPLENOCYTE SUSPENSION 

A one milliter dose of the cell suspension as prepared 

in Example 1, was orally introduced to each test rat with a 

syringe having a ball-tipped feeding needle (Thomas Scientific, 

Swedesboro, NJ). 

15 The following laboratory immunological and pathological 

procedures were conducted on the lymphatic organs of the test 
rats . 

EXAMPLE 3t MIXED LYMPHOCYTE REACTION 

Cervical lymph nodes were taken from the responder 
20 (LEW) and the stimulator (WF or BN) rats. The excised nodes 
were then pressed through stainless steel mesh as above and 
suspended in Phosphate Buffered Saline. 

The isolated lymph node cells were then washed twice 
and resuspended into RPMI 1640 medium, containing 10% fetal 
25 calf serum (FCS), 1% penicillin and streptomycin (Microbiologi- 
cal Associates, Walkersville, MA) 2 X 10" 5 M 2-mercaptoethanol, 
and 5 mM HEPES, at a concentration of 6 X 10 6 cells/ml. 
Responder cells were seeded into a 96-well flat-bottomed 
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culture plates (Costar Cambridge, MA) at 50 microliters per 
well, with or without irradiated stimulator cells (3000 Rads 
gamma irradiated using a Shepherd irradiator, Model 143-45 and 
a Cesium-137 source) of the same volume. 
5 The treated cells were then cultured at 37 -C with 5% 

C0 2 for four days before they were pulsed for 6 hours with *B- 
thymidine (1 microCi/well, obtained from NEN Dupont, Boston, 
MA) . Cell proliferation was monitored by incorporation of 3fi- 
thymidine measured by a Beckman liquid scintillation counter. 

10 fitTPPHttSSOR ASSAY 

Obtained lymph node cells were irradiated (1000 Rads of 
gamma radiation) and added to attest MLR at concentrations 
varying from 5 to 20% of total cells per well (experimental 
wells). Control wells were set up with no modulators while 
15 background wells had only responder cells. These cultures were 
incubated at 37'C and in 5% C0 2 for 96 hours. Proliferation 
was assayed by pulsing the plates with 1 microCi/well 3 H- 
thymidine for the last 6 hours of culture. The plates were then 
harvested as described above. 
20 BBI&XBB HYPERSENSITIVITY PTH REACTIONS 

Rats of each group were immunized subcutaneously in the 
footpad with 10 million gamma irradiated (3000 RAD) allogeneic 
splenocytes. Ten days later, they were injected again with the 
same dosage in the ear lobe. The responses were determined as 
the changes in the ear 'thickness before and 48 hours after the 
challenge. 
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CELL TYPING 

The phenotypes of the extracted lymphocytes were tested 
by indirect immunof iuore scent staining and with a f luorescence- 
5 activated cell sorter (FACS). The lymph cells were first 

incubated for 1 hour with primary monoclonal antibodies against 
the ceil surface markers CD4 or CD8, or mouse immunoglobulin 
(Organon-Teknica, Westchester, PA) and washed twice with PBS 
containing 0.02% sodium azide. They were then further in- 
10 cubated with FITC-conjugated goat-anti-mouse IgG (1:40) 
(Organon Teknica) in the dark for 30 minutes and in the 
presence of 15% autologous normal rat serum. The cells were 
thoroughly washed and fixed with 1% formaldehyde before 
testing.. 

15 Additionally , surgical transplant methods of the type 

described in the following example were performed. 
EXAMPLE 4; CARDIAC ALLOGRAFT 

LEW rats were subjected to surgical transplant 
procedures. An accelerated rejection model was used wherein 

20 LEW strain rats were. pre-sensitized with BN strain full- 
thickness skin grafts seven days before the cardiac allograft, 
with and without oral ingestion of splenocyte preparations. 

Seven days later, a (LEWxBN)Fl strain test vascularized 
cardiac allograft was performed on each pre-treated rat. The 

25 cardiac grafts were anastomosed to the infra-renal abdominal 
aorta. Rejection was defined as complete cessation of heart 
beat as determined by daily palpation of the recipient's flank. 
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. ' The above-described methods were used to obtain the 

following results: 

I SUPPRESSION OF THE MIXED LYMPHOCYTE 

5 REACTION (MLR) BY ORAL ADMINISTRATION 

OF RT.T.OGBNEIC BPT.WWnP.YTB PREPARATIONS 

Splenocytes from WF rats were freshly prepared and were 
administered orally to LEW rats two, five or ten times over a 
1-2 week period. 

10 The individual dosages were 50 million cells per oral 

administration . 

Seven days following the last oral administration, 
lymph nodes were taken from both a control group and those 
given oral splenocytes for MLR studies using WF or BN 

15 stimulators. As shown in Figure 1, LEW rats which had ingested 
allogeneic splenocytes showed significantly reduced reaction 
against the lymphocytes from the WF strain. This phenomenon 
was observed in all three feeding protocols (i.e., 2, 5 or 10 
times). However, only the group that received ten feedings 

20 . showed suppression against the BN strain, the third party 
control. 

These results indicate that limited ingestion of 
allogeneic splenocyte preparations induced antigen specific 
suppression of the MLR. 
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IT COMPARISON OF SUPPRESSION OF MLR BY 

ORAL ADMINISTRATION OF ALLOGENEIC 
VWPSPS SYNff TWRTC SPLKNOHYTE PREPARATIONS 

A dose response study was subsequently conducted to 
determine the effect of feeding syngeneic versus allogeneic 
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cells. LEW rats were fed twice with 1, 5, 25 or 50 million 
splenocytes from either LEW or WF strains. The results are 
set forth in Table I below. 

TABLE I 

5 The Effect of Feeding Syngeneic 

and Allogeneic Splenocytes on MLR 



10 • 



20 



Strains used 
for feeding 


Dosage 
cells /feeding 


MLR 
delta/CPM 


Relative 
Response (%) 




____ 


115015+7707 


100 


LEW 


1 X 10 6 . 


128520+8338 


112 




5 X 10 6 


54391±10988 


47 




25 X 10 6 


39088+7294 


34 




50 X 10 6 


81329+8013 


71 


WF 


1 X 10 6 


71135±13721 


62 




5 X 10 6 


79011±14119 


68 




25 X 10 6 


56196+15254 


49 




50 X 10 6 


73541±11636 


64 



Feeding at the lowest dosage (1 million) of syngeneic 
cells did not induce suppression; all other doses, both 
syngeneic and allogeneic cells, show some suppression to 
varying degrees. 



25 

III. EFFECT OF INGESTED LYSATE OF ALLOGENEIC 
SPLENOCYTE PREPARATIONS ON MLR 

The effect of ingested lysate alone on MLR was next 

studied to determine whether live splenocytes were required for 
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the orally induced tolerance. Rats were given two separate 
oral doses of either live splenocytes or the corresponding 
lysate prepared by the repetitive freeze and thaw method 
(described above) and the effect of these treatments were com- 
5 pared. Figure 2 shows that cell lysate alone was sufficient in 
suppressing the MLR, indicating that a subcellular fragment was 
involved in suppressing the cell-mediated immunity. 

IV. KINETICS OF MLR SUPPRESSION BY 

ORAL ADMINISTRATION nff RT.T.OANTIGENS 

10 The kinetics of the orally induced tolerance to al- 

loantigen was studied by giving two oral doses of splenocytes 
to separate LEW rat groups, 14 days, 7 days, 3 days, and 1 day 
before the MLR was performed. As shown in Figure 3, the groups 
which were given oral doses 1 day or 3 days before MLR was 

15 performed did not induce suppression. The groups with 7-day 
and 14-day intervals between the last oral ingestion and MLR 
showed dramatic reduction of proliferation in MLR, indicating 
that more than 4 days were required for the induction of oral 
unresponsiveness to alloantigens. 

20 

V, •' REPRESSION OF DTH RE SPONSE, AGATNPT ALLOANTIGENS 

In addition to the in vitro MLR, the effect of ingest- 
ing allogeneic splenocytes on the delayed type hypersensitivity 
(DTH) response, in vivo , in LEW rats was examined. LEW rats 
25 were orally administered 10 feedings of 50 million splenocytes 
from either syngeneic or allogeneic (WF) animals. After the 
last oral ingestion, the test for DTH was initiated with the 
animals being immunized subcutaneously in their foot pads. The 
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same animals were injected again 10 days later in the ear 
lobes. The DTH was measured as the changes in the ear thick- 
ness before and 48 hours after the challenge ♦ The results are 
shown in Figure 4. 
5 Approximately 50% decrease in DTH response to WP was 

observed in rats fed with cells of the same strain , but not in 
those fed with syngeneic LEW splenocytes * The DTH response 
against BN was not affected by the pre-treatment , indicating 
that the DTH suppression was antigen specific. 

10 VI. ACTIVE SUPPRESSION IS INVOLVED IN 

MTOTATING DECREASED PROLIFERATION IN THE MLR 

In order to study the mechanism of inhibition of MLR 

proliferation in the fed animals, a suppressor cell assay was 

performed to determine if CD8+ suppressor cells were involved 

15 in mediating the observed effects. Lymphocytes from either 

control or pre-fed animals were irradiated with 1000 RADS of 

gamma radiation before being added to a primary MLR, serving as 

modulators . 

Lewis rats (3/group) were pre-treated 10 times orally 
20 with varying dosages (as indicated in the Table) of WF 

splenocytes. One week later, their cervical . lymph nodes were 
taken and the cells served as modulator after being irradiated 
1000 Rad of gamma radiation. The primary LEW anti-WF and LEW 
anti-BN MLR and Con-A stimulation cultures were set up as 
25 described above. Modulator cells were added to the primary 

cultures at a 1/5 ratio. The results are set forth in Table II 
below. 
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TABLE II 



SUPPRESSION OF PRIMARY MLR BY LYMPHOCYTES FROM 
ALLOGENEIC SPLENOCYTES FED RATS 



10 



Source of anti-WF 
modulator CPM, % Supp. 
(XlO- ^j 



15 



112±21 
control 104±11 7 
fed 10X10 6 106+17 5.3 

fed 25X10 6 B4±15 25 

fed 50X10 6 1±0.9 99 



Con A 



CPM % 


Supp. 


CPM, % 

rxio-2) 


Supp. 


405+78 




280±4.7 




464+15 


0 


276+6.6 


1.4 


334±120 


17 


277+34 


1 


443+17 


0 


305±3.9 


0 


84±7.1 


79 


199+12 


29 



The results in Table II show that adding 20% of 
modulators from pre-fed animals, but not from the control 
animals, suppressed the primary LEW-anti-WF MLR. This suggests 
20 that suppressor cells were induced after feeding and these in 
turn mediated suppression of the MLR. 

VII PHENOTYPE OF LYMPH NODE CELLS FROM 

. " FKOM ANIMAL S TNCTSTING SPLENOCYTES 

25 • Cervical lymphocytes from either control or fed animals 

were cultured with irradiated WF stimulators for 5 days, then 
sorted for CD4+ or CD8+ cells by indirect immunof louresence 
staining. The results shown in Figure 5 show that pre-feeding 
rats with allogeneic splenocytes resulted in an increase in 

30 CD8+ (suppressor T-cells) cells and a decrease in CD4+ (helper 
T-cells) cells when compared to controls. 
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VIII. ORAL ADMINISTRATION OF SPLENOCYTES PREVENTS 
ACCELERATED CARDIAC ftT.T.nrcPRFT REJECTION 

To demonstrate the prevention of allograft rejection, 

5 an accelerated rejection transplantation model , as described 

above, was used. LEW rats were pre-sensitized with BN skin 

grafts 7 days before challenge with vascularized BN test 

cardiac allografts, to study the effects of feeding allogeneic 

donor splenocytes on test graft survival. 

10 While unsensitized controls rejected their cardiac 

allografts on the 6th through the 8th day, all sensitized 
control animals hyperacutely rejected their cardiac allografts 
within 36 hours. Test animals fed 5-10 feedings of 50 million 
splenocytes, 7 days prior to the skin graft, or even on the day 

15 of the. skin graft, exhibited increased test cardiac allograft 
survival, to 7.62± 0.5 days. 

These results show that feeding allogeneic splenocytes 
prevents sensitization and converts accelerated rejection into 
an acute form. 

20 The specificity of this phenomenon was examined as 

described below. 

Cardiac recipient LEW rats were either unfed (n-10), 

fed LEW (syngeneic) lymphocytes (n~8), fed BN splenocytes (but 

received a WF cardiac allograft, n=6) or were fed BN 
25 splenocytes (and received a BN cardiac allograft, n=8). All 

fed animals received 5-10 feedings of 50 X 10 6 splenocytes. 

The results are shown in Figure 6. 
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As can be seen in Figure 6 , only the rats which were 
fed allogeneic splenocytes showed cardiac allograft survival 
beyond day 3. LEW rats fed third party (BN) lympocytes but 
receiving a WF graft did not demonstrate enhanced cardiac 
5 allograft survival, demonstrating the specificity of this 
reaction . 

In a preliminary attempt to study the mechanism of 
graft prolongation, the MLR of cervical lymph node cells from 
control and fed sensitized LEW rats were examined at 48 hours 
10 after the cardiac transplant. The results are shown in Figure 
7. 

There was a suppression' of the MLR in the fed animals 
as compared to the control (Figure 7). These data are consis- 
tent with the previous MLR findings in the naive animal model. 
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WHAT IS CLAIMED IS: 

1 1 • A method for suppressing the immune response of a 

2 recipient mammal to the presence of non-self tissue from a 

3 donor mammal comprising: 

4 orally or enterally administering to a mammal in 

5 need of such treatment an immune suppressive effective amount 

6 of an agent specific for suppressing said immune response . 

1 2, The method of claim 1 wherein said agent is a 

2 member selected from the group consisting of splenocytes from 

3 said donor , splenic extracts from said donor , cultured lym- 

4 phocytes from said donor, extracts of said cultured lym- 

5 phocytes , MHC antigens from said donor, disease suppressive 

6 fragments of said MHC antigens and analogs thereof from said 

7 donor . 

1 3. A pharmaceutical formulation for administration to 

2 a recipient mammal about to undergo or having undergone 

3 transplant surgery from a donor mammal, comprising: 

4 an oral dosage form containing an effective amount 

5 for suppressing transplantation rejection of an agent selected 

6 from the group consisting of splenic tissue from said donor, 

7 extracts of said splenic tissue, cultured lymphocytes from said 

8 donor, extracts of said cultered lymphocytes, transplantation 

9 MHC antigens from said Honor, disease suppressive fragments of 
10 * said MHC antigens and analogs thereof. 
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1 4. The pharmaceutical formulation of claim 3 wherein 

2 said oral dosage form is a solid dosage form selected from the 

3 group consisting of a tablet, a capsule and a caplet. 

1 5. The pharmaceutical formulation of claim 3 wherein 

2 the oral dosage form comprises an aqueous suspension solution. 

1 6. The pharmaceutical formulation of claim 3 compris- 

2 ing a pharmaceutical ly acceptable carrier or diluent. 

1 7. A method for suppressing the immune response of a 

2 recipient mammal to the introduction of a donor's foreign 

3 tissue comprising: 

4 aerosol administering to a mammal in need of such 

5 - treatment an immune suppressive effective amount of an agent 

6 selected from the group consisting of splenocytes from said 

7 donor, splenic extracts from said donor, cultured lymphocytes 

8 from said donor, extracts of said cultured lymphocytes, MHC 

9 antigens from said donor, disease suppressive fragments of MHC 
10 antigens and analogs thereof. 

1 8. A pharmaceutical formulation for administration to 

2 a recipient mammal about to undergo or having undergone 

3 transplant surgery from a donor mammal, comprising: 

4 an aerosol" dosage form containing an effective 

5 amount for suppressing transplantation rejection of an agent 

6 selected from the group consisting of splenic tissue from said 

7 donor, extracts of said splenic tissue, cultured lymphocytes 
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from said donor, extracts of said cultured lymphocytes, 
9 transplantation MHC antigens from said donor, disease suppres- 
sive fragments of said MHC antigens and analogs thereof. 



1 9. The pharmaceutical formulation of claim 8 wherein 

2 the aerosol dosage form comprises an aqueous suspension 

3 solution . 

1 10. The pharmaceutical formulation of claim 8 compris- 

2 ing a pharmaceutical^ acceptable carrier or diluent. 

1 11. A method for suppressing graft rejection in a 

2 mammal comprising administering to a mammal in need of such 

3 treatment an effective amount of an agent which specifically 

4 suppresses said mammals immune response directed against said 

5 • graft. 



1 
2 
3 



12. An oral dosage form for administration to a mammal 
comprising a composition containing an agent that specifically 
suppresses said mammal's immune response directed against a 
4 transplanted organ or tissue. 

1 13. A dosage form for administration to a mammal via 

2 the oral cavity comprising a composition containing an agent 

3 which specifically suppresses said mammal's immune response - 

4 directed against a transplanted organ or tissue. 
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[57] ABSTRACT 

Disclosed herein are methods for suppressing allograft rejec- 
tion in mammals comprising administering to a mammal 
about to undergo or having undergone allograft surgery an 
agent selected from the group consisting of splenic tissue 
from an allograft donor, splenic extracts, cultured lympho- 
cytes from an allograft donor, extracts of said cultured 
lymphocytes, MHC antigens, transplantation rejection sup- 
pressive fragments and analogs of MHC antigens in an oral 
or aerosol form. Also disclosed herein are pharmaceutical 
formulations and dosage forms for use in said methods. 

6 Claims, 6 Drawing Sheets 
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METHODS AND COMPOSITIONS FOR 
SUPPRESSING ALLOGRAFT REJECTION IN 
MAMMALS 

This is a continuation of application Ser. No, 08/159,044 
filed Nov, 29, 1993 (now U.S. Pat No. 5,681,556), which is 
a continuation of application Ser. No. 07/989,884 filed Dec. 
10, 1992 now abandoned, in turn a continuation of Ser. No. 
07/607 ,826 filed Oct. 31, 1990 now abandoned. 

FIELD OF THE INVENTION 

This invention relates to methods and compositions for 
suppressing the immune response in animals. More 
particularly, but not by way of limitation, the present inven- 
tion is directed to pharmaceutical formulations and methods 
for suppressing add controlling the immune response of 
mammals against the introduction of foreign tissue. The 
invention also includes methods for prolonging the survival 
of transplanted organs and tissues. 

BACKGROUND OF THE INVENTION 

The success of surgical transplantation of organs and 
tissue is largely dependent on the ability of the clinician to 
modulate the immune response of the transplant recipient 
Specifically the immunological response directed against the 
transplanted foreign tissue must be controlled if the tissue is 
to survive and function. Currently, skin, kidney, liver, pan- 
creas and heart are the major organs or tissues with which 
allogeneic transplantations are performed. It has long been 
known that the normally functioning immune system of the 
transplant recipient recognizes the transplanted organ as 
"non-self 1 tissue and thereafter mounts an immune response 
to the presence of the transplanted organ. Left unchecked, 
the Immune response will generate a plurality of cells and 
proteins that will ultimately result in the loss of biological 
functioning or the death of the transplanted organ. 

Tissue and organ transplant recipients are customarily 
treated with one or more cytotoxic agents in an effort to 
suppress the transplant recipient's immune response against 
the transplanted organ or tissue. For example, cyclosporin 
(cyclosporin A), a cyclic polypeptide consisting of 11 amino 
acid residues and produced by the fungus species Tolypo- 
cladium inflatum Gams, is currently the drug of choice for 
administration to the recipients of allogeneic kidney, liver, 
pancreas and heart (i.e., wherein donor and recipient are of 
the same species of mammals) transplants. However, admin- 
istration of cyclosporine is not without drawbacks as the 
drug can cause kidney and liver toxicity as well as hyper- 
tension. Moreover, use of cyclosporin can lead to malignan- 
cies (such as lymphoma) and lead to opportunistic infection 
due to the "global" nature of the immunosuppression it 
induces in patients receiving long term treatment with the 
drug, i.e„ the hosts normal protective immune response to 
pathogenic microorganisms is downregulated thereby 
increasing the risk of infections caused by these agents. 

Preliminary results have shown FK-506 (which has a 
similar mode of action as cyclosporine) to be as potent as 
cyclosporin in its immunosuppressive qualities and to have 
fewer toxic side effects than cyclosporin. However, because 
studies on FK-506 are only in the early stages, it is not 
available to the general population. Hence, the use of this 
agent is limited. 

Other drugs and/or therapies which are currently admin- 
istered (either in conjunction with cyclosporin or alone) to 
suppress the rejection of allogeneic grafts or allografts are 
also non-specific immunosuppressive drugs or therapies. 
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Steroids, such as prednisone and methylprednisalone. and 
Azathioprine (an analog of 6-mercaptopurine) are among the 
non-specific immunosuppressive drugs used to prolong 
allograft survival in transplantation recipients. 

5 OKT3 monoclonal antibodies, directed against the CD3 
antigen present on T-celis, have also been employed as 
non-specific immunosuppressive therapeutic agents in 
allograft recipients. However, OKT3 monoclonal antibodies 
are of murine origin and the patients to whom such mono- 

10 clonal antibodies are given mount an immune response 
against these foreign proteins. Thus the usefulness of such 
materials is limited. 

Another drawback to the above-mentioned drugs and 
antibodies is that they must be administered indefinitely to 

15 suppress allogeneic graft rejection, and tolerance to the 
foreign tissue does not develop. 

Total lymphoid irradiation (TL1) is yet another form of 
non-specific immunosuppressive therapy that has been used 
clinically and experimentally to prolong allograft survival. 

20 The radiation exposure and treatment schedule for TLJ were 
developed for the treatment of Hodgkin's disease and were 
subsequently found to be immunosuppressive. Although, 
TLJ induces production of the "global" immunosuppression 
mentioned above and has the same limitations of other 

25 global immunosuppressive therapies, it is the only form of 
immunosuppression currently in use which appears to 
induce a specific tolerance to allogeneic tissue. However, 
TLI is cumbersome to administer and is in an early stage of 
development, and thus Its usefulness is limited 

30 

The oral and aerosol administration of antigens has also 
been recognized as an effective way to suppress the immune 
response in mammals to these antigens. The advantages of 
administering antigens via the oral route include: die sim- 

35 plicity of the techniques involved; the convenience of such 
techniques since many of the methods can be developed 
in-situ at the research or treatment facility; the safe, non- 
toxic effects of the ingestion route; and the specificity that 
can be provided with the antigens. 

4Q Recent studies on several autoimmune disease models 
have demonstrated that the oral administration of antigens 
can suppress at least the portion of the immune response that 
is directed against autoantigens and also protect the treated 
animals from the induction of specific autoimmune diseases. 

4 5 For example, various animal models are available for the 
study of Type 1 diabetes as an autoimmune disorder. These 
include the BB rat (Nakbookda, A. F,, et al, Diabetologia 
14: 199-207, 1978) and the NOD (non-obese diabetic) 
mouse in which diabetes develops spontaneously 

50 (Prochazka et al. Science 237:286, 1987). Islet-cell specific, 
CD4- and CD8-positive T-lymphocytes have been impli- 
cated as the causative agents responsible for damage to islet 
beta cells, as demonstrated by transfer of lymphocytes from 
affected adults to newborn animals (J. Exp. Med. 16-823, 

55 1987). 

Experimental allergic encephalomyelitis (EAE) is an 
induced T-cell mediated autoimmune disease directed 
against myelin basic protein (MBP) that is widely used as an 
animal model for the human disease Multiple Sclerosis 
60 (MS). EAE can be induced in small mammals by intrave- 
nous administration of MBP and a strong adjuvant, such as 
Freund's complete adjuvant. This treatment induces an 
acute, monophasic autoimmune disease with the character- 
istics of MS. 

65 Weineret al., U.S. patent application Ser. No. 07/595,468 
entitled Method Of Treating Gr Preventing Type 1 Diabetes 
By Oral Administration Of Insulin, filed Oct. 10, 1990 now 
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abandoned, discloses oral and aerosol compositions and SUMMARY OF THE INVENTION 

pharmaceutical formulations containing insulin which are It has nQW been unexpe ctedly discovered that composi- 

useful for treating mammals suffering from or at risk for Uons rising spccific ant igenic agents, including by way 

autoimmune diseases having the characteristics of Type 1 Qf non _ limiting example allogeneic spleen tissue and cul- 

diabetes. 5 ture( i lymphocytes and specific Major Histocompatibility 

Weiner et al., U.S. patent application Ser. No. 460,852 Complex (MHC) antigens can be administered to mammals 

filed Feb. 21, 1990 now abandoned, (the national stage of y]a ^ oral ^ aeroso i route t0 suppress the mammaHan 

PCT Application No. PCT/US88/02139, filed Jun. 24, immune response to surgically transplanted "non-self 

1988), which is a continuation-in-part application of U.S. organs or Ussues Because the effect is dependent upon- 

patent application Ser. No. 065 ,734 filed Jun. 24, 1987 now 10 MHC moiecules present on the surface of spleen cells, 

abandoned, generally discloses the treatment of autoimmune which < yj fer between the tissue donor and the recipient, 

diseases by oral administration of autoantigens. administration of these antigens alone is expected to be 

Weiner et al„ U.S. patent appplication Ser. No. 454,806 effective, 

filed Dec. 20, 1989 now abandoned, discloses the aerosol Orally administered allogeneic splenocytes can suppress 

administration of autoantigens, disease-suppressive frag- 15 ^ response 0 f a host mammal which normally 

ments of said autoantigens and analogs thereof as an effec- occurs shord ^ ^3^^ surgery against surgically 

tive method for treating T-cell mediated autoimmune dis- ^p^ted «non-self • tissue in an antigen- specific manner. 

eases * It has also been found that oral ingestion of allogeneic spleen 

Weiner et al., U.S. patent apptication Ser. No. 487,732, tissue p repara tions depresses the delayed type hypersensi- 

filed Mar. 2, 1990 now abandoned, discloses synergists 20 t{vity reaction and mixed lymphocyte reaction in mammals, 

(enhancers) for use with oral administration of autoantigens. Compositions and pharmaceutical formulations for oral 

disease suppressive fragments and analogs thereof as effec- administration of allogeneic splenocytes may be prepared 

tive treatments for T-cell mediated autoimmune diseases. fr om natural allogeneic tissue. For administration to humans 

Weiner et al., U.S. patent application Ser. No. 551,632 sucn compositions comprise synthetic derivatives of anti- 

filed Jul. 10, 1990 now abandoned, a continuation-in-part of 25 ge ns i.e., peptide fragments of MHC antigens. 

U.S. patent apptication Ser, No. 379,778, filed Jul. 14, 1989 ^ practicing me me thod of the present invention, phar- 

now abandoned, discloses methods of preventing or treating mace utical formulations containing synthetic antigens or 

uveoretinitis in mammals by oral administration of purified natU ral allogeneic splenic or lymphocyte tissue or cell 

S antigen, Inteiphotoreceptor Retinoid Binding Protein derivatives are prepared and orally administered to mam- 

(IRBP) antigen or disease suppressive fragments thereof. subjects some ^ prior to organ or tissue transplant 

Nagler- Anderson, et al., (Proa Natl Acad, Sci, (USA) 83: surgery. 

7443-7446, 1986), describe the oral administration of col- Additionally, an aerosol delivery system can be prepared 

lagen to suppress collagen-induced arthritis in a mouse with essentially me dosages of splenocyte derivatives or 

m(xie ^ # 35 MHC antigens as above and a pharmaceutical^ suitable 

However, the above-mentioned references do not disclose carrier or diluent. The aerosol formulations can also be 

the use of antigens to suppress the mammalian graft rejec- administered sometime prior to transplant surgery via the 

tion mechanism because it has not been shown that the aerosol route. These and other improvements will be 

principle of oral administration of transplantation antigens described in the following descriptions, drawings and 

could prevent allograft rejection. ^ appe nded claims. 

The present invention proposes the clinical administration 

to mammalian graft recipients of alloantigens via oral and BRIEF DESCRIPTION-OF THE DRAWINGS 

aerosol routes to induce a tolerance to foreign tissue grafts. FIG. 1 is a graph showing the effect of feeding allogeneic 

The invention will be primarily useful in the field of organ splenocytes on the mixed lymphocyte reaction (MLR), 

transplantation including bone marrow. Although previous 45 fig. 2 is a graph showing the effect of feeding allogeneic 

studies have shown that alloantigens injected intravenously splenocyte lysates on the mixed lymphocyte reaction, 

to recipients can prolong the survival of renal transplants jqQ, 3 i s a showing the kinetics of oral tolerance to 

(Transplantation 39:56, 1985; /. Immunol. 121:1480, 1978; alloantigens. 

J. Exp. Med. 149: 1042, 1979), no disclosure or suggestion of mG 4 fa a ^ depictmg ±c effect of feeding syngeneic 

introduang these antigens orally or m an aerosol form was 5Q or ^og^c splenocytes on delayed type hypersensitivity 

made therein. (DTH) reactions. 

It is, therefore, an object of the present invention to HGS 5A md 5B m a sedes of immunofluoresence 

provide agents and methods for suppressing the detrimental ana i yses (histograms) showing the effect of feeding alloge- 

immune response in mammals to the grafting or transplan- ndc splenocytes on lymphocyte composition, 

tation of foreign (or "non-self •) tissues and organs. 55 mQ 6 is a h showi the suryival of cardiac 

Another object of the present invention is to provide a n ografts in contr ol rats, LEW rats fed syngeneic 

pharmaceutical formulations and-preparations that may be sp i en0 cytes, LEW rats fed third party (WF) splenocytes or 

administered to mammals to suppress the immune rejection LEW rats fed splenocytes. 

of surgically transplanted tissues. FIG. 7 is a graph showing the effects of feeding spleno- 

A still further object of the invention is to provide 60 cytes on the MLR of skin graft recipients compared to 

synthetic compositions and pharmaceutical formulations control (non-fed) skin graft recipients, 
that may be administrated to mammals via the oral or aerosol 

route to suppress the mammalian immune response to the DETAILED DESCRIPTION OF THE 

presence of transplanted tissue or organs. INVENTION 

These and other objects of the present invention will 65 The contents of all patent applications, patents and litera- 

become apparent to those of ordinary skill in the art in light ture references referred to in this specification are hereby 

of the following. incorporated by reference in their entirety. 
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The present invention addresses the need for an alternate "MHC antigens" are defined herein as Class I and/or 

to existing methods for suppressing the immune response Class n MHC antigens. MHC antigens of the present 

directed-against foreign tissue transplants, as for example, invention include both Class I and Class H, either alone or 

post-transplant surgery. In addition, the methods of the in combination. 

present invention provide for prolonged survival of organ 5 "Allogeneic tissue extracts" are defined as spienocyte, 

and tissue allogeneic grafts (i.e. transplants from individuals splenic tissue or cultured lymphocyte extracts obtained from 

ofmesamespedes)inaraammalinneedof such treatment an allogeneic transplant donor and prepared as described 

Thus, the present invention provides means whereby the below, 

rejection of tissue allografts can be prevented, thus prolong- 'immune suppressive fragments" means any peptide or 

ing the survival of transplanted tissue and organs. 10 p olype p tide containing partial amino acid sequences or 

It has now been unexpectedly discovered that oral admin- moieties of analogs of the relevant MHC antigens possess- 

istration of allogeneic splenocytes or synthetic MHC anti- | ng me ^j^y t0 induce suppression of the hosts immune 

gens (or immune suppressive fragments or analogs thereof) response against organ or tissue allogeneic grafts. Such 

is effective for suppressing the in vitro mixed lymphocyte fragments need not possess the alloantigeneic properties of 

reaction which is a model system for the graft rejection 15 ^ cn fa e MHC molecule. 

response in post-transplant mammalian recipients. -Analogs" of immune suppressive fragments refers to 

Without wishing to be bound to any particular theory of compounds that are structurally related to suppressive re- 
operation or mechanism of action for the invention it is mcm of MHC antigens thereof which possess the same 
believed that the oral adrninistration of allogeneic spleno- biologic activity, i.e., the ability to suppress a mammalian 
cytes or derivatives of MHC antigens pursuant to the present 20 hosts response against a ^sp^ted organ or tissue. The 
invention affects the immunological mechanisms of graft term includes peptides having amino acid sequences which 
rejection, i.e. the activation of helper T-cells is decreased by mex from ±t amino acid sequen ce of the relevant MHC 
the induction of specific suppressor T-celis. antigens of the potential graft recipient by one or more 

In the following discussions the following terms shall amino acid residues, 

have the meaning ascribed to them below. 25 Disease suppressive fragments and analogs for use in the 

"Oral administration" shall mean both oral adrninistration pre $ent invention can be synthesized using well known solid 

and enteral administration (delivery directly into the phase synthesis techniques (Merrifield, R. B. Fed. Prvc. Am. 

stomach). Soc Ex ^ Biol 2 i : 412, 1962 and7. Am. Chem. Soc. 85: 2149, 

"Mammal" shall mean any organism having an immune ^ 2953. Mitchel, a. R. et al, J. Am. Chem. Soc. 98: 7357, 

system and therefore susceptible to allogeneic graft rejec- 19rj6 . Xam , j t e t aL, /. Am. Chem. Soc. 105: 6442, 1983). 

tion. Analogs can be constructed by identifying an equivalent 

"Aerosol" refers to finely divided solid or liquid particles amino acid sequence and using the peptide synthesis tech- 

that may be created using a pressurized system such as a niques disclosed above. 

nebulizer. The liquid or solid source material contains MHC 35 A^ogs can be provided-using the known amino acid 

antigens and/or disease suppressive fragments and analogs stqntnct 0 f MHC antigens as disclosed in Immunogenetics 

thereof as defined herein. 29*231—234 1989. 

The "aerosol route" of admlnistratton means delivery of D i sease - S uppres S ive analogs and fragments can also be 

an aerosol formulation to a host via the nasal or oral airway. obtained u recombinant DNA techniques that are well- 

"Major Histocompatibility Complex" (MHC) is defined w ^ov/n in the art 

as a complex series of mammalian cell surface proteins. The _ , . - wo/- „ anA 

MHC pbys a central role in many aspects of immunity both » lseas « oppressive fragments of MHC antigens and 

. F * If. / * , x - v *. analogs thereof can be identified using routine experimen- 

mpresenUnghistccompaUbmty(ortransplantat,on)anUgens Mlc k viyo ste ^ such M £ ose of 

and in regulating the immune response against conventional " i 1 1 

(foreign) antigens. There are two types of MHC protein 45 Mam P ies A" 4 Deiow - 

molecules, Class I and Class E. Class I MHC proteins are T-iymphocytes can be obtained from a potential allograft 

present on virtually all tissues and Class II MHC proteins are donor using methods well kown in the art and cultured as 

present on the surface of activated T-ceUs, macrophages and described in Transplantation 41:549, 1986 and Transplant 

other immune system cells. The human MHC genes (the ta&on 48:639. 1989 and adniinistered to a mammal about to 

HLA genetic locus) are located on human chromosome 6, 50 und ergo « havin g undergone (as described below) an organ 

the mouse MHC genes are located in the H-2 genetic locus or tissue allograft 

on mouse chromosome 17 the analogous rat MHC genes are Extracts (or lysates) of splenic tissue or cultured lyropho- 

referred to as KTL cytes can be prepared using techniques well known in the art 

"Class I MHC antigens" are defined as membrane glyco- such as those described in Example 1 below, 

proteins present on the surface of all nucleated cells and play 55 In accordance with the present invention, conventional 

a key role in antigen recognition by CD8+ cytotoxic T~cells. tissue typing, well-known in the art and routinely conducted 

"Class II MHC molecules" are membrane glycoproteins on all transplant donors and recipients, is performed on a 

that form part of the MHC and are most important in the potential transplant donor to determine the MEC phenotype 

initiation of immune responses. Class H MHC molecules are of the donor tissue or organ. Synthetic MHC antigens, 

found mainly on cells of the immune system including 60 disease suppressive fragments or their analogs can then be 

B-cells, macrophages, brain astrocytes, epidermal Langer- synthesized using the techniques described above. These 

han's cells, dendritic cells, thymic epithelium and helper antigens and/or fragments may be administered to 

T-cells. Class n MHC molecules are involved in regulating mammals, especially humans, who are to receive a 

the immune response during tissue graft rejection, stimula- transplant, or to patients that have already received trans- 

tion of antibody production, graft-versus-host reactions and 65 planted "non-self* tissue. The methods and compositions of 

in the recognition of "self* (or autologous) antigens, among the present invention may be used to treat mammals that 

other phenomena. have previously received "non-self* organ or tissue trans- 
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plants and are beginning to display the initial symptoms of 4,704292 issued Nov. 3, 1987, U.S. Pat. No. 4309,404 

allograft rejection (such as fever, tenderness of the trans- issued Jan. 5, 1982 and U.S. Pat. No. 4,309,406 issued Jan. 

planted organ or loss of function thereof). The method and 5, 1982, 

compositions of the invention are useful to preserve the it will be appreciated that the unit content of active 

organ or tissue and damp down or shut off that portion of the 5 ingredient or ingredients contained in an individual dose of 

immune response of the recipient that is directed against the each dosage form need not in itself constitute an effective 

transplanted tissue or organ. To be effective the composi- amount for suppressing graft rejection since the necessary 

dons and methods of the present invention must be admin- effective amount can be reached by administration of a 

istered before total rejection occurs. plurality of dosage units. 

Pursuant to the present invention, MHC antigens or 10 The prefeired route of adniinistration of the dosage forms 
transplantation rejection suppressive fragments or their ana- of the present invention is orally or enterally. Preferred oral 
logs are ingested by a mammal that is to receive, or has 0 r enteral pharmaceutical formulations or dosage forms may 
already received a "non-self* organ or tissue transplant via comprise for example, between about 70 mg and about 500 
the oral or enteral route, in an amount of between about 0.1 mg of MHC antigens, disease suppressive fragments or 
mg per kg body weight and about 10 mg per kg of body ^ analogs thereof or between about 10 -10 10 cell equivalents 
weight per day. The pharmaceutical compositions of the when using allogenic cells or extracts thereof, 
invention may be administered as a single dose or in m an alteraative embodiment of the present invention the 
multiple dose form via the oral or enteral route. Preferably, pharmaceutical formulations of the present invention are 
the is administered in an amount between about 1 mg and administered to mammals in aerosol form. It is anticipated 
about 5 mg per kg body weight of said mammal per day. The 20 ^ sma u er quantities of the allogeneic tissue extracts or 
exact amount to be administered will vary depending on the MHC antigens, disease suppressive fragments or their ana- 
severity and stage of a patient's disease and the physical logs w ju be required to achieve suppression of graft rejec- 
condition of the patient tion when using the aerosol form of administration. This has 

When administering splenic cells, cultured lymphocytes been found to be the case in treating experimental allergic 

or extracts thereof, between about 10 6 and about 10 9 cell 25 encephalomyelitis (BAB) with myelin basic protein (MBP), 

equivalents per kg body weight per day may be administered and also in treating adjuvant arthritis with collagen as 

in single or divided doses, disclosed in the co-pending U.S. patent application of 

The timing of such treatments shall be such that, if Weiner et al. Ser, No, 454,806 filed Dec. 20, 1989 now 

possible, the pharmaceutical formulations or dosage forms abandoned. The quantity of MHC antigens, disease suppres- 

of the present invention are administered between about 7 sive fragments or the analogs of such materials which may 

and about 14 days before the transplantation is performed. be administered in an aerosol dosage form would be 

The treatment is preferably continued for at least about 6 between about 0.01 mg and 10 mg per kg body weight of a 

months after the transplanted organ or tissue has been mammal per day. The aerosol dosage forms of the present 

introduced into the host (recipient) organism and may be invention may be administered to a patent via the aerosol 

continued indefinately if necessary or desirable. route in a single dosage form or multiple dosage forms. The 

In addition, if a transplant recipient (either already receiv- exact amount to be administered will vary depending on the 

ing the compositions of the invention or not) begins to state and severity of a patient's disease, the activity of the 

manifest symptoms of rejection, the pharmaceutical formu- patients immune system and the physical condition of the 

lations of the present invention may be administered in ^ patient. 

increased amounts and/or frequency. When administering splenic cells, cultured lymphocytes 

The present invention also is directed to oral dosage forms or extracts thereof, between about 10 5 and about 10 9 cell 

and pharmaceutical formulations for administration to mam- equivalents per kg body weight per day may be administered 

mals in order to prolong the survival of or suppress the in single or divided doses in an aerosol form, 

rejection of a transplanted organ or tissue. It will be under- 45 The aerosol pharmaceutical formulations of the present 

stood that any statistically significant prolongation in graft invention may include, as optional ingredients, pharmaceu- 

survival pursuant to the treatment of the present invention is ticaliy acceptable carriers, diluents, solubilizing or emulsi- 

within the scope of the invention. lying agents, and salts of the type that are well-known in the 

The oral pharmaceutical formulations of the present art Specific non-limiting examples of the carriers and/or 

invention may also contain inert constituents including 50 diluents that are useful in the aerosol pharmaceutical for- 

pharmaceutically acceptable carriers, diluents, fillers, solu- mulations of the present invention include water, normal 

bilizing or emulsifying agents and salts of the type that are saline and physiologically-acceptable buffered saline solu- 

well-known in the art. For example, tablets and capletsmay tions such as phosphate buffered saline solutions, pH 

be formulated in accordance with conventional procedures 7.0-8.0. 

employing solid carriers, such as starch and bentonite, that 55 Examples of useful solubilizing and emulsifying agents 

are well-known in the art Examples of solid carriers include are physiologically balanced salt solutions, phosphate buff- 

bentonite, silica, dextrose and other commonly used carriers. ered saline and isotonic saline. The salts that may be 

Further non-limiting examples of carriers and diluents which employed in preparing the aerosol dosage forms of the 

may be used in the formulations of the present invention invention include the pharmaceutically acceptable salts of 

include saline and any physiologically buffered saline solu- 60 sodium and potassium. 

don such as phosphate buffered saline, pH 7-8 and water. The route of administration of allogeneic spleen cells, 

Capsules employed in the present invention may be made cultured lymphocytes extracts thereof or MHC antigen or 

from any pharmaceutically acceptable material such as disease suppressive fragments or their analogs according to 

gelatin or cellulose derivatives. The active biological mate- this alternate embodiment of the present invention is in an 

rials of the invention may be administered in the form of 65 aerosol or inhaled form. The aerosol compositions of the 

sustained release oral delivery systems and/or enteric coated present invention can be aditonistered as a dry powder or in 

oral dosage forms such as those described in U.S. Pat. No. an aqueous solution. Preferred aerosol pharmaceutical for- 
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mulations may comprise* for example, a physiologically- 
acceptable buffered saline solution containing between 
about 7 mg and about 700 mg of the compositions of the 
present invention, disease suppressive fragments or analogs 
thereof. 

Dry aerosol in the form of finely divided solid particles of 
tissue extracts from spleen cells, MHC antigens disease 
suppressive fragments or analogs thereof that are not dis- 
solved or suspended in a liquid are also useful in the practice 
of the present invention, The compositions of the present 
invention may be in the form of dusting powders and 
comprise finely divided particles having an average particle 
size of between about 1 and 5 microns, preferably between 
2 and 3 microns. Finely divided particles may be prepared 
by pulverization and screen filtration using conventional 
techniques that are well known to those skilled in the art 
The particles may be administered by inhaling a predeter- 
mined quantity of the finely divided material, which can be 
in the form of a dry atomized powder. 

The pharmaceutical formulations of the present invention 
may be administered via the aerosol route by means of a 
nebulizer, as an example those described in U.S. Pat Nos. 
4,624,251 issued Nov. 25, 1986; 3,703,173 issued Nov. 21, 
1972; 3,561,444 issued Feb. 9, 1971 and 4,635,627 issued 
Jan. 13, 1971. The aerosol material is inhaled by the subject 
to be treated. 

Other systems of aerosol delivery, including for example 
the pressurized metered dose inhaler (MDI) and the dry 
powder inhaler as disclosed in Newman, S. P. in Aerosols 
and the Lung, Clarke, S. W. and Davia, D. eds. pp. 197-224, 
Butterworths, London, England, 1984 can be used in con- 
junction with the method of the present invention. 

Aerosol delivery systems of the type disclosed herein are 
available from numerous commercial sources including 
Fisons Corporation (Bedford, Mass.), Schering Corp. 
(Kenilworth, N.J.) and American Pharraoseal Co., (Valencia, 
Calif.). 

In accordance with the present invention, experiments 
were performed in which the effects of oral administration of 
allogeneic splenocytes to Lewis rats were studied, with 
particular attention being given to the effects on the immune 
response of the transplant recipient To this end, the in vitro 
mixed lymphocyte response (MLR), the delayed type hyper- 
sensitivity (DTH) reaction, and the in vivo accelerated 
cardiac allograft rejection techniques were utilized In each 
case, the oral administration (to the recipient of a "non-self* 
tissue transplant) of splenocyte cells from a donor animal 
resulted in suppression of these T-cell mediated immune 
reactions. As T-celis have been implicated as the major 
mediators of allograft rejection, the results of these tests 
establish the practical efficacy of the methods and pharma- 
ceutical formulations of the present invention. 

The present invention is illustrated in specific working 
examples presented below which are intended to illustrate 
the present invention without limiting the scope thereof. 

EXAMPLE 1: PREPARATION OF MATERIALS 
AND TEST SUBJECTS 

1. Subject Mammals 

The test population was comprised of male rats of the 
Lewis (LEW), Wistar Furth (WF) and Brown Norway (BN) 
variety (obtained from Harlan Sprague Dawley Inc., 
Indianapolis, Ind,). The rats in the experiments described 
below were approximately 8-10 weeks old, and were bred 
under careful observation. 
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2. Preparation of Splenocytes For Oral 
Administration 

Fresh splenic tissue was obtained from syngeneic (same 
species, same strain) or allogeneic (same species, different 

5 strain) animals shortly prior to oral administration. Single 
cell splenocyte suspensions were prepared by mashing the 
fresh spleen through a standard stainless steel mesh (2 
inches by 2 inches). Red blood cells were specifically lysed 
with Tris-ammonium chloride buffer according to standard 

10 proecudres weil known in the art, washed twice with Hank 1 s 
Balanced Salt Solution (HBSS) and resuspended into vari- 
ous concentrations as described below before use. 

3. Preparation of Splenocyte Lysate 

15 Splenocytes prepared as in the above method were lysed 
by repetitive freeze-thawing in the following manner: 

(a) Cells were quick frozen at -70° C. for 30 minutes; 

(b) Quick frozen splenocytes were then thawed at 37° G; 
20 (c) This freeze-thaw cycle was repeated one more time. 

The resulting materials were used for oral administration. 

EXAMPLE 2: ORAL ADMINISTRATION OF 
PREPARED SPLENOCYTE SUSPENSION 

25 A one milliter dose of the cell suspension as prepared in 
Example 1, was orally introduced to each test rat with a 
syringe having a ball-tipped feeding needle (Thomas 
Scientific, Swedesboro. N.J.), 

The foDowing laboratory immunological and pathological 
procedures were conducted on the lymphatic organs of the 
test rats. 

EXAMPLE 3: MIXED LYMPHOCYTE 
REACTION 

35 

Cervical lymph nodes were taken from the responder 
(LEW) and the stimulator (WF or BN) rats. The excised 
nodes were then pressed through stainless steel mesh as 
above and suspended in Phosphate Buffered Saline. 

40 The isolated lymph node cells were then washed twice 
and resuspended into RPMI 1640 medium, containing 10% 
fetal calf serum (FCS), 1% penicillin and streptomycin 
(Microbiological Associates, Walkersville, Mass.) 2xlO -5 M 
2-mercaptoethanol, and 5 mM HEPES, at a concentration of 

45 6xl0 6 cells/ml. Responder cells were seeded into a 96-well 
flat-bottomed culture plates (Costar Cambridge, Mass.) at 50 
microliters per well, with or without irradiated stimulator 
cells (3000 Rads gamma irradiated using a Shepherd 
irradiator, Model 143-45 and a Cesium- 137 source) of the 

50 same volume. 

The treated cells were then cultured at 37° C. with 5% 
C0 2 for four days before they were pulsed for 6 hours with 
3 H-thymidine (1 microCi/well, obtained from NEN Dupont, 
Boston, Mass.). Cell proliferation was monitored by incor- 

55 poration of 3 H-thymidine measured by a Beckman liquid 
scintillation counter. 

SUPPRESSOR ASSAY 

Obtained lymph node cells were irradiated (1000 Rads of 
60 gamma radiation) and added to a test MLR at concentrations 
varying from 5 to 20% of total cells per well (experimental 
wells). Control wells were set up with no modulators while 
background wells had only responder cells. These cultures 
were incubated at 37° C. and in 5% C0 2 for 96 hours. 
65 Proliferation was assayed by pulsing the plates with 1 
microCi/well 3 H-thymidine for the last 6 hours of culture. 
The plates were then harvested as described above. 
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DELAYED TYPE HYPERSENSITIVITY DTI I 
REACTIONS 

Rats of each group were immunized subcutaneously in the 
footpad with 10 million gamma irradiated (3000 RAD) 
allogeneic splenocytes. Ten days later, they were injected 
again with the same dosage in the ear lobe. The responses 
were determined as the changes in the ear thickness before 
and 48 hours after the challenge, 
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n COMPARISON OF SUPPRESSION OF MLR BY 
ORAL ADMINISTRATION OF ALLOGENEIC VERSUS 
SYNGENEIC SPLENOCYTE PREPARATIONS 
A dose response study was subsequently conducted to 
5 determine the effect of feeding syngeneic versus allogeneic 
cells. LEW rats were fed twice with 1, 5, 25 or 50 million 
splenocytes from either LEW or WF strains. The results are 
set forth in Table I below. 

10 TABLE I 



CELL TYPING 

The phenotypes of the extracted lymphocytes were tested 
by indirect immunofluorescent staining and with a 
fluorescence-activated cell sorter (FACS). The lymph cells 
were first incubated for 1 hour with primary monoclonal 
antibodies against the cell surface markers CD4 or CD8, or 
mouse immunoglobulin (Organon-Teknica, Westchester, 
Pa.) and washed twice with PBS containing 0.02% sodium 
azide. They were then further incubated with FTTC- 
conjugated goat-anti-mouse IgG (1:40) (Organon Teknica) 
in the dark for 30 minutes and in the presence of 15% 
autologous normal rat serum. The cells were thoroughly 
washed and fixed with 1% formaldehyde before testing. 

Additionally, surgical transplant methods of the type 
described in the following example were performed 

EXAMPLE 4: CARDIAC ALLOGRAFT 

LEW rats were subjected to surgical transplant proce- 
dures. An accelerated rejection model was used wherein 
LEW strain rats were pre-sensitized with BN strain full- 
thickness skin grafts seven days before the cardiac allograft, 
with and without oral ingestion of splenocyte preparations. 

Seven days later, a (LEWxBN)Fl strain test vascularized 
cardiac allograft was performed on each pre- treated rat. The 
cardiac grafts were anastomosed to the infra-renal abdomi- 
nal aorta. Rejection was defined as complete cessation of 
heart beat as determined by daily palpation of the recipients 
flank 

The above-described methods were used to obtain the 
following results: 

I. SUPPRESSION OF THE MIXED LYMPHOCYTE 
REACTION (MLR) BY ORAL ADMINISTRATION OF 
ALLOGENEIC SPLENOCYTE PREPARATIONS 

Splenocytes from WF rats were freshly prepared and were 
administered orally to LEW rats two, five or ten times over 
a 1-2 week period 

The individual dosages were 50 million cells per oral 
administration. 

Seven days following the last oral administration, lymph 
nodes were taken from both a control group and those given 
oral splenocytes for MLR studies using WF or BN stimu- 
lators. As shown in FIG. 1, LEW rats which had ingested 
allogeneic splenocytes showed significantly reduced reac- 
tion against the lymphocytes from the WF strain. This 
phenomenon was observed in all three feeding protocols 
(i.e., 2, 5 or 10 times). However, only the group that received 
ten feedings showed suppression against the BN strain, the 
third party control. 

These results indicate that limited ingestion of allogeneic 
splenocyte preparations induced antigen specific suppres- 
sion of the MLR. 
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1 x 10 6 


128520 ± 8338 


112 






5X 10 6 


54391 ± 10988 


47 






25 x 10* 


39088 ± 7294 


34 






50 x 10 6 


81329 ± 8013 


71 


20 


WF 


1 x 10 6 


71135 1 13721 


62 






Sx 10 6 


79011 ± 14119 


68 






25 x 10 6 


56196 ± 15254 


49 






50 x 10* 


73541 ± 11636 


64 



25 Feeding at the lowest dosage (1 million) of syngeneic 
cells did not induce suppression; all other doses, both 
syngeneic and allogeneic cells, show some suppression to 
varying degrees. 

m. EFFECT OF INGESTED LYSATE OF ALLOGENEIC 
30 SPLENOCYTE PREPARATIONS ON MLR 

The effect of ingested lysate alone on MLR was next 
studied to determine whether live splenocytes were required 
for the orally induced tolerance. Rats were given two 
separate oral doses of either live splenocytes or the corre- 
35 sponding lysate prepared by the repetitive freeze and thaw 
method (described above) and the effect of these treatments 
were compared FIG. 2 shows that cell lysate alone was 
sufficient in suppressing the MLR, indicating that a subcel- 
lular fragment was involved in suppressing the cell- 
40 mediated immunity. 

IV. KINETICS OF MLR SUPPRESSION BY ORAL 
ADMINISTRATION OF ALLOANTIGENS 

The kinetics of the orally induced tolerance to alloantigen 
was studied by giving two oral doses of splenocytes to 

45 separate LEW rat groups, 14 days. 7 days, 3 days, and 1 day 
before the MLR was performed. As shown in FIG. 3, the 
groups which were given oral doses 1 day or 3 days before 
MLR was performed did not induce suppression. The groups 
with 7-day and 14-day intervals between the last oral 

50 ingestion and MLR showed dramatic reduction of prolifera- 
tion in MLR, indicating that more than 4 days were required 
for the induction of oral unresponsiveness to alloantigens. 

V. SUPPRESSION OF DTH RESPONSE AGAINST 
ALLOANTIGENS 

55 In addition to the in vitro MLR, the effect of ingesting 
allogeneic splenocytes on the delayed type hypersensitivity 
(DTH) response, in vivo, in LEW rats was examined. LEW 
rats were orally administered 10 feedings of 50 million 
splenocytes from either syngeneic or allogeneic (WF) ani- 

60 mals. After the last oral ingestion, the test for DTH was 
initiated with the animals being immunized subcutaneously 
in their foot pads. The same animals were injected again 10 
days later in the ear lobes. The DTH was measured as the 
changes in the ear thickness before and 48 hours after the 

65 challenge. The results are shown in FIG. 4. 

Approximately 50% decrease in DTH response to WF 
was observed in rats fed with cells of the same strain, but not 
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in those fed with syngeneic LEW splenocytes. The DTH 
response against BN was not affected by the pre-treatment, 
indicating that the DTH suppression was antigen specific. 
VL ACTIVE SUPPRESSION IS INVOLVED IN MEDIAT- 
ING DECREASED PROLIFERATION IN THE MLR 

In order to study the mechanism of inhibition of MLR 
proliferation in the fed animals, a suppressor cell assay was 
performed to determine if CD8+ suppressor cells were 
involved in mediating the observed effects, Lymphocytes 
from either control or pre-fed animals were irradiated with 
1000 RADS of gamma radiation before being added to a 
primary MLR, serving as modulators. 

Lewis rats (3/group) were pre-treated 10 times orally with 
varying dosages (as indicated in the Table) of WF spleno- 
cytes. One week later, their cervical lymph nodes were taken 
and the cells served as modulator after being irradiated 1000 
Rad of gamma radiation, The primary LEW anti-WF and 
LEW anti-BN MLR and Con-A stimulation cultures were set 
up as described above. Modulator cells were added to the 
primary cultures at a Vs ratio. The results are set forth in 
Table n below. 

TABLE H 

SUPPRESSION OF PRIMARY MLR BY LYMPHOCYTES FROM 
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CPM % 


CPM 


% 


CPM % 
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(xlO- 3 ) Supp. 


(xlO- 3 ) 


Supp. 


(XlO- 3 ) Supp, 




112 ±21 


405 ±78 




280 ± 4.7 


control 


104 ±11 7 


464 ±15 


0 


276 ±6.6 1.4 


fed 10 x 10 6 


106 ± 17 5.3 


334 ±120 


17 


277 ± 34 1 


fed 25 x 10 6 


84 ± 15 25 


443 ± 17 


0 


305 ± 3,9 0 


fed 50 x 10 6 


1±0.9 99 


84±7.1 


79 


199 ±12 29 
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The results in Table n show that adding 20% of modu- 
lators from pre-fed animals, but not from the control 
animals, suppressed the primary LEW-anti-WF MLR. This 
suggests that suppressor cells were induced after feeding and 
these in turn mediated suppression of the MLR. 
VH. PHENOTYPE OF LYMPH NODE CELLS FROM 
FROM ANIMALS INGESTING SPLENOCYTES 

Cervical lymphocytes from either control or fed animals 
were cultured with irradiated WF stimulators for 5 days, 
then sorted for CD4+ or CD8+ cells by indirect irnmunof- 
louresence staining. The results shown in FIG. 5 show that 45 
pre-feeding rats with allogeneic splenocytes resulted in an 
increase in CD8+ (suppressor T-ceUs) cells and a decrease in 
CD4+ (helper T-cells) cells when compared to controls. 
Vm. ORAL ADMINISTRATION OF SPLENOCYTES 
PREVENTS ACCELERATED CARDIAC ALLOGRAFT 50 
REJECTION 

To demonstrate the prevention of allograft rejection* an 
accelerated rejection transplantation model, as described 
above, was used. LEW rats were pre-sensiuzed with BN skin 
grafts 7 days before challenge with vascularized BN test 
cardiac allografts, to study the effects of feeding allogeneic 
donor splenocytes on test graft survival. 

While unsensitized controls rejected their cardiac 
allografts on the 6th through the 8th day, all sensitized 
control animals hyperacutely rejected their cardiac allografts 
within 36 hours. Test animals fed 5-10 feedings of 50 
million splenocytes, 7 days prior to the skin graft, or even on 
the day of the skin graft, exhibited increased test cardiac 
allograft survival, to 7.62±0.5 days. 

These results show that feeding allogeneic splenocytes 
prevents sensitization and converts accelerated rejection into 
an acute form 
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The specificity of this phenomenon was examined as 
described below. 

Cardiac recipient LEW rats were either unfed (n=10), fed 
LEW (syngeneic) lymphocytes (n=8), fed BN splenocytes 
(but received a WF cardiac allograft, n=6) or were fed BN 
splenocytes (and received a BN cardiac allograft. n=8). All 
fed animals received 5-10 feedings of 50xl0 6 splenocytes. 
The results are shown in FIG. 6. 

As can be seen in FIG. 6, only the rats which were fed 
allogeneic splenocytes showed cardiac allograft survival 
beyond day 3. LEW rats fed third party (BN) lympocytes but 
receiving a WF graft did not demonstrate enhanced cardiac 
allograft survival, demonstrating the specificity of this reac- 
tion. 

In a preliminary attempt to study the mechanism of graft 
prolongation, the MLR of cervical lymph node cells from 
control and fed sensitized LEW rats were examined at 48 
hours after the cardiac transplant. The results are shown in 
FIG. 7. 

There was a suppression of the MLR in the fed animals as 
compared to the control (FIG. 7). These data are consistent 
with the previous MLR findings in the naive animal model. 

What is claimed is: 

1. A method for suppressing the immune response of a 
recipient mammal to non-self tissue from a donor mammal 
comprising: 

orally or enterally administering to said recipient mammal 
an agent in an amount effective for suppressing said 
immune response, said agent comprising a MHC anti- 
gen or a peptide fragment of a MHC antigen said MHC 
antigen being from the donor of said non-self tissue or 
syngeneic to the donor of said nonself tissue. 

2. A method for suppressing allograft rejection in a 
mammal comprising orally or enterally adrninistering to a 
mammal in need of such treatment an agent in an amount 
effective to suppress the immune response of said mammal 
directed against said allograft, wherein said agent comprises 
a MHC antigen or a peptide fragment of a MHC antigen said 
MHC antigen being from the donor of said allograft 

3. The method of claim 1 comprising orally or enterally 
administering said agent prior to the recipient mammal 
receiving said non-self tissue. 

4. A method for suppressing the immune response of a 
recipient niamrnal to non-self tissue from a donor mammal 
comprising: 

orally or enterally administering to said recipient mammal 
an agent in an amount effective for suppressing said 
immune response, said agent comprising a Class II 
MHC antigen or a peptide fragment of a Class II MHC 
antigen said MHC antigen being from said donor or 
syngeneic to said donor. 

5. A method for suppressing allograft rejection in a 
mammal comprising orally or enterally adrninistering to a 
mammal in need of such treatment an agent in an amount 
effective to suppress the immune response of said mammal 
directed against said allograft, wherein said agent comprises 
a Class B MHC antigen or a peptide fragment of a Class H 
MHC antigen said MHC antigen being from said donor or 
syngeneic to said donor. 

6. The method of claim 4 comprising orally or enterally 
administering said agent prior to the recipient mammal 
receiving said non-self tissue. 
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ABSTRACT 



The invention is directed to a new method for the treatment of 
new onset Type I diabetes in mammals or for the treatment of 
pre-Type I diabetic mammals where the method comprises 
administering (a) anti-T cell therapy to the mammal and 
administering (b) an autoantigen and optional mucosal anti- 
gen composition, wherein (a) and (b) are administered con- 
currently or sequentially Exemplified is a treatment using a 
mixture of anti-CD3 antibodies, a glutamic acid decarboxy- 
lase (GAD) autoantigen, and an imniunoregulatory cytokine 
Canme GAD sequences are also disclosed. 
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ANTI-T CELL AND AUTOANTIGEN 
TREATMENT OF AUTOIMMUNE DISEASE 

FIELD OF THE INVENTION 

[0001] The invention is directed to the treatment of autoim- 
mune disease in mammals. More specifically the invention is 
directed to a new method for the treatment and diagnosis of 
new onset Type I diabetes in mammals. 

BACKGROUND OF THE INVENTION 

[0002] Type 1 or Insulin Dependent Diabetes Mellitus 
(IDDM) is an autoimmune disorder mainly of glucose 
metabolism. Complications of diabetes impair the longevity 
and quality of life, and include atherosclerotic heart disease, 
gangrene and stroke, as well as diabetic retinopathy, neuropa- 
thy and nephropathy. Symptoms of diabetic neuropathy range 
from peripheral sensory-deficits (pins and needles/carpal tun- 
nel syndrome) to autonomic neuropathy resulting in bladder 
and bowel dysfunction. Type 1 diabetes is also responsible for 
a large proportion of the patients on renal dialysis, the result 
of diabetes-induced end stage renal disease. The prevalence 
of myocardial infarction, angina and stroke is 2-3 times 
greater than in non-diabetics, and the Type 1 diabetic's life 
span is also shortened. 

[0003] Type I diabetes actually begins before the clinical 
manifestations of the disease. It starts with the progressive 
destruction of beta cells in the pancreas. These cells normally 
produce insulin. The reduction of insulin response to glucose 
can be measured during this period, however, ultimately there 
is massive (>90%) destruction of beta cells in the islets of 
Langerhans. During the early stages of the disease and 
beyond, Type I diabetes is characterized by the infiltration of 
pancreatic islets by macrophages and lymphocytes (helper 
and killer). The macrophage infiltration is believed to prompt 
the infiltration of small lymphocytes. While clinicians under- 
stand the potential for a drug that can address macrophage 
involvement early in the disease, no safe therapies have yet 
been found. Current treatment involves daily frequent injec- 
tions of insulin. However, this can lead to side effects such as 
hypoglycemic shock. It is important in the treatment of dia- 
betes to control the blood sugar level and maintain it at a 
normal level. 

[0004] Diabetes mellitus is not limited to humans but is also 
one of the most common endocrinopathies in dogs and cats 
being associated with considerable morbidity and mortality. 
Diabetic animals are subject to many of the same problems 
described in human diabetics, such as increased susceptibility 
to infection and reduced wound healing. Furthermore, the 
decreased production insulin as is the case in human Type I 
diabetes promotes lipolysis and moderate hyperlipidemia 
leading to atherosclerosis. Some complications of diabetes 
appear to be specific for animals, in that dogs can develop 
rapid cataracts leading to blindness, while cats can develop an 
accelerated neuropathy leading to problems of leg weakness 
and gait disturbance. 

[0005] Glycemic control in both humans and animals is 
critical, however control can often not be achieved except by 
frequent testing and administration of insulin, which is debili- 
tating for humans and not practical in companion animals . As 
a result, glycemic control is impaired in diabetic animals even 
with insulin administration, and there is an accelerated mor- 
tality in affected animals (Bennett N. Monitoring techniques 
for diabetes mellitus in the dog and the cat. Clin Tech Small 



Anim Pract. 2002 May; 17(2):65-9). Treatment options for 
animals are currently limited to daily insulin administration 
as well as islet transplantation which has variable success and 
requires daily iimnnnosuppression which is costly and in 
itself has additional toxicities (Salgado D, Reusch C, Spiess 
B. Diabetic cataracts: different incidence between dogs and 
cats. SchweizArchTierheilkd. 2000 June; 142:349-53). Long 
term treatment of diabetic dogs with bovine or porcine insulin 
can lead to significant reactivity and antibodies which can 
cross-react with homologous insulin and thus problems in 
diabetic management. (Davison L J, Ristic J M, Herrtage M 
E, Ramsey I K, Catchpole B, Anti-insulin antibodies in dogs 
with naturally occurring diabetes mellitus. Vet Immunol 
Immunopathol. 2003 Jan. 10; 91(l):53-60). 
[0006] The immunopatho genesis of diabetic disease in 
dogs is also very similar to human Type I diabetes, with 
evidence that injury is mediated primarily by autoreactive 
lymphocytes. Histopathologic and immunocytochemical 
studies of pancreas of dogs with spontaneous diabetes melli- 
tus shows extensive pancreatic damage, marked reduction or 
absence of insulin producing beta cells but with preservation 
of alpha and delta cells, Also, insulin's lesions are composed 
of infiltrating mononuclear cells, predominantly lympho- 
cytes but evidence of islet-directed humoral autoimmunity is 
not detected. (Alejandro R, Feldman E C, Shienvold F L, 
Mintz D H. Advances in canine diabetes mellitus research: 
etiopathology and results of islet transplantation. J Am Vet 
Med Assoc. 1988 Nov. 1; 193:1050-5). T cell responses 
appear to be directed to autoantigens such as GAD, insulin, 
and IA-2, again similar to human disease. Considerable 
speculation exists as the potential for molecular mimicry to 
have precipitated autoimmune attack to islet beta cells, with 
exposure to viral infections. T-cell activation by rotavirus and 
possibly other viruses, and dietary proteins, could trigger or 
exacerbate beta-cell autoimmunity through molecular mim- 
icry with IA-2 and for rotavirus — GAD. (Honeyman M C, 
Stone N L, Harrison L C. T-cell epitopes in type 1 diabetes 
autoantigen tyrosine phosphatase IA-2: potential for mimicry 
with rotavirus and other environmental agents. Mol Med. 
1998 4:231-9). Susceptible animals may be identified by 
antibody screening for various diabetes autoantigens such as 
GAD, IA-2 and insulin. 

[0007] Various therapies have been developed to try to 
reverse Type I diabetes. Anti-CD3 monoclonal antibodies 
(mAb) have been utilized to try to suppress immune 
responses by transient T-cell depletion and antigenic modu- 
lation of the CD3/T-cell receptor complex. Anti CD3 mAb 
applied to adult NOD females (a model of Type I diabetes) 
within 7 days of the onset of full-blown diabetes produced 
over 4 months remission of overt disease inmost of the mice. 
The immunosuppression was specific for beta-cell-associ- 
ated antigens (Chatenoud L, Thervet E, Primo J, Bach J F. 
Anti-CD3 antibody induces long-term remission of overt 
autoimmunity in non-obese diabetic mice. Proc Natl Acad Sci 
USA. 1994 91:123-7). However, there was progressive 
increase in the incidence of diabetes in treated mice to 4 
months and full analysis beyond this time was not shown. 
There was as well return of insulitis within several weeks of 
treatment and thus it appears that protection with anti-CD3 
antibody alone was not sufficient for disease treatment or 
reversal. Similarly, in human studies treatment with a non- 
activating anti CD3 mAb maintained or improved insulin 
production after one year in 9 of the 12 patients in the treat- 
ment group, However, maximal benefit as evidenced by 
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reduced insulin requirements and lower glycated hemoglobin 
levels was observed at 6 months as compared to 12 months. 
As well only 2 of the 12 patients had a sustained response 
(P-O.01) beyond 1 year demonstrating that additional therapy 
would be required (Herold K C, Hagopian W, Auger J A, 
Poumian-Ruiz E, Taylor L, Donaldson D, Gitelman S E, 
Harlan D M, Xu D, Zivin R A, Bluestone J A. Anti-CD3 
monoclonal antibody in new-onset type 1 diabetes mellitus. N 
Engl J. Med. 2002 May 30; 346:1692-8). 
[0008] Oral immune tolerance is a process by which oral 
administration of protein antigens can result in diminished 
peripheral immune responses to a subsequent systemic chal- 
lenge with the same antigen. The basis for such a regulatory 
system in mammals is to balance protective mucosal antibody 
responses to pathogens and attenuating potentially harmful 
allergic responses to newly encountered food proteins. Oral 
immune tolerance has, also been viewed as a potential thera- 
peutic strategy for preventing and treating autoimmune dis- 
eases such as diabetes when triggering autoantigens such as 
glutamic acid decarboxylase (GAD) have been identified. 
[0009] The use of plants as an expression system or "biore- 
actor" in the production of mammalian antigenic proteins for 
clinical use offers several unique advantages including high 
production capacity with near unlimited scale up. Being 
eukaryotes, plants can also perform post-transcriptional and 
post-translational modifications required for functional trans- 
genic proteins such as formation of disulfide bonds and fold- 
ing. As protein isolation costs can eliminate the economic 
advantage of any production system, an additional practical 
advantage of transgenic plants for oral tolerance is that plant 
expression systems can also become effective delivery sys- 
tems without extensive purification. The composition of 
plants contains additional compounds, proteins, lectins and 
other moieties that participate in altering immune responses 
with the potential to enhance oral tolerance. As well, aug- 
mented immune responses to plant produced vaccines may 
suggest increased stability for plant expressed transgenic pro- 
teins to gastrointestinal degradation, and collectively these 
features make plants an ideal expression and delivery system 
for oral immune tolerance. 

[0010] U.S. Pat. No. 6,338,850 discloses a method for oral 
immune tolerance utilizing a diabetes-associated beta cell 
autoantigen produced in transgenic plants. Non-obese dia- 
betic (NOD) mice were protected from diabetes when admin- 
istered such transgenic plant tissue. 

[0011] In summary, althoughmuch progress has been made 
in the last three decades to understand the mechanisms of 
Type I diabetes, there is a continual need to develop new and 
better therapies to treat and possibly reverse the disease in 
both humans and animals. 

SUMMARY OF THE INVENTION 

[0012] The present invention i s based upon the novel dem- 
onstration that the combination of anti-T cell therapy with 
oral immune tolerance provides a therapy that is more effica- 
cious than either therapy used alone, for the treatment of 
autoimmune disease and in particular, for the treatment of 
Type I diabetes. 

[0013] It is an aspect of the invention to provide a regimen 
that provides therapeutic benefit to mammals with new onset 
autoimmune disease such as Type I diabetes and that over- 
comes some of the disadvantages of currently employed 
therapies. It is another aspect of the invention to provide 
improved alternative therapies and regimens for the treatment 



of Type I diabetes. These and other objectives are accom- 
plished by the present invention which is a novel method for 
the treatment of new onset Type I diabetes or for the preven- 
tative treatment of those at i mmi nent risk for developing Type 
I diabetes. 

[0014] The method combines anti-T cell therapy with 
immune tolerance and is to be for administration to mammals 
at imminent risk (i.e. pre-diabetic) for developing Type I 
diabetes or those with new onset Type I diabetes . In embodi- 
ments of the invention, the method can be conducted concur- 
rently or sequentially. As a sequential therapy the mammal is 
first treated with anti-T cell therapy followed by immune 
tolerance therapy to maintain a disease free state. The method 
of the invention can be used in combination with any other 
known diabetic treatments. 

[0015] The invention is also directed to methods of diag- 
nosis of new onset Type I diabetes in mammals. Such diag- 
nosis comprises the detection of antibodies to for example, 
glutamic acid decarboxylase (GAD), as a predictor of the 
development of Type I diabetes. In this aspect, antibodies 
directed to various forms of GAD may be used in the method. 
In further aspects, novel gene sequences and novel antibodies 
directed to novel forms of GAD such as but not limited to 
GAD65 may be used in the invention. In still further aspects 
the GAD65 may be canine GAD65 and plant codon opti- 
mized genes encoding canine GAD65 as described herein. 
[0016] According to an aspect of the invention is a treat- 
ment regime for Type I diabetes wherein said regime com- 
prises the administration of anti-T cell antibodies and a com- 
position comprising one or more autoantigens with one or 
more immunoregulatory cytokines to a mammal. The admin- 
istration may be concurrent or sequential. The treatment 
regime may be used in conjunction with other known treat- 
ments for Type I diabetes. Further, the treatment regime can 
be used for those mammals that are at imminent risk for 
developing Type I diabetes. 

[0017] The method of the invention comprises the use of 
anti-T cell therapy in conjunction with an autoantigen. How- 
ever, in further aspects of the invention, the autoantigen por- 
tion of the therapy may be used alone or with a mucosal 
antigen such as an immunoregulatory cytokine. 
[0018] In all aspects of the invention, the combined use of 
anti-T cell therapy and autoantigen may be concurrent or 
sequential. Concurrent therapy is understood by one of skill 
to involve the administration of anti-T cell therapy with the 
administration of autoantigen, alternatively, this could mean 
the administration of anti-T cell therapy together with the 
administration of autoantigen and then this may also be fol- 
lowed with the further administration of further autoantigen. 
Concurrent type of administration may be for different time 
periods as is understood by one of skill in the art and may be 
followed by further autoantigen therapy for different time 
periods. 

[0019] According to an aspect of the present invention is a 
method for treating Type I diabetes in a mammal or for 
treating mammals at imminent risk for developing Type I 
diabetes, the method comprising the combined use of anti-T 
cell therapy with autoantigen therapy. In aspects, the use may 
be concurrent or sequential or a combination of both provided 
at different time intervals. 

[0020] According to an aspect of the present invention there 
is a treatment regime for treating Type I diabetes in a mammal 
or for mammals at imminent risk for developing Type I dia- 
betes, said method comprising: 
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[0021] (a) administering anti-T cell therapy to said mam- 
mal; and 

[0022] (b) administering an effective immunosuppressive 
dose of a composition comprising at least one autoantigen; 
[0023] wherein said administering of (a) and (b) is done 
concurrently or sequentially. 

[0024] In aspects of the invention, the administration of (b) 
can be further continued for days and up to several days, 
weeks, months or years as required. 

[0025] According to an aspect of the present invention there 
is a treatment regime for treating Type I diabetes in a mammal 
or for mammals at imminent risk for developing Type I dia- 
betes, said method comprising: 

[0026] (a) administering anti-T cell therapy to said mam- 
mal; and 

[0027] (b) administering an effective immunosuppressive 
dose of a composition comprising at least one autoantigen; 
[0028] wherein (a) and (b) are administered at the same 
time; or (a) is administered before (b); or (a) and (b) are 
administered at the same time and then (b) is further admin- 
istered for an extended period of time. 
[0029] According to an aspect of the present invention there 
is a treatment regime for treating Type I diabetes in a mammal 
or for mammals at imminent risk for developing Type I dia- 
betes, said method comprising: 

[0030] (a) administering anti-T cell therapy to said mam- 
mal; and 

[0031] (b) administering an effective immunosuppressive 
dose of a composition comprising at least one autoantigen 
and at least one mucosal antigen; 

[0032] wherein said administering of (a) and (b) is done 
concurrently or sequentially. 

[0033] In aspects, (a) and (b) are administered at the same 
time; or (a) is administered before (b); or (a) and (b) are 
administered at the same time and then (b) is further admin- 
istered. 

[0034] According to a further aspect of the present inven- 
tion there is provided a method for treating Type I diabetes in 
a mammal or for mammals at imminent risk for developing 
Type I diabetes, said method comprising: I 
[0035] (a) administering an effective immunosuppressive 
dose of anti-T cell antibodies to said mammal; and 
[0036] (b) administering an effective immunosuppressive 
dose of at least one autoantigen and at least one immunoregu- 
latory cytokine; 

[0037] wherein said administering of (a) and (b) is done 
concurrently or sequentially. 

[0038] In aspects, (a) and (b) are administered at the same 
time; or (a) is administered before (b); or (a) and (b) are 
administered at the same time and then (b) is further admin- 
istered. 

[0039] According to an aspect of the present invention there 
is provided a method for treating Type I diabetes in a mammal 
or for mammals at imminent risk for developing Type I dia- 
betes, said method comprising: 

[0040] (a) administering an effective immunosuppressive 
dose of anti-T cell antibodies to said mammal; and 
[0041] (b) administering an effective immunosuppressive 
dose of a transgenic plant material to said mammal, said 
transgenic plant material containing at least one autoantigen 
and an immunoregulatory cytokine; 

[0042] wherein said administering of (a) and (b) is concur- 
rently done. 



[0043] In aspects, (b) may be further administered. 
[0044] Accordingto another aspect of thepresent invention 
there is provided a method for treating Type I diabetes in a 
mammal or for mammals at imminent risk for developing 
Type I diabetes, said method comprising: 
[0045] (a) administering an effective immunosuppressive 
dose of anti-T cell antibodies to said mammal; and 
[0046] (b) administering an effective immunosuppressive 
dose of a transgenic plant material to said ma mm al, said 
transgenic plant material containing at least one autoantigen 
and an immunoregulatory cytokine, 

[0047] wherein said administering of (a) is done first and 

then administering of (b) is followed. 

[0048] According to another a spect of the present invention 

there is provided a method for treating Type I diabetes in a 

mammal or for mammals at imminent risk for developing 

Type I diabetes, said method comprising: 

[0049] (a) administering an effective immunosuppressive 

dose of anti-CD3 monoclonal antibodies to said mammal; 

and 

[0050] (b) administering an effective immunosuppressive 
dose of a transgenic plant material to said mammal, said 
transgenic plant material containing a combination of a GAD 
isoforrn and IL-4, 

[0051] wherein said administering of (a) and (b) is concur- 
rently done. 

[0052] According to another aspect of the present invention 
there is provided a method for treating Type I diabetes in a 
ma mm al, said method comprising: 

[0053] (a) administering an effective immunosuppressive 
dose of anti-CD3 monoclonal antibodies to said mammal; 
and 

[0054] (b) administering an effective immunosuppressive 
dose of a transgenic plant material to said mammal, said 
transgenic plant material containing a combination of a GAD 
isoforrn and IL-4, 

[0055] wherein said administering of (a) is done first and 
then administering of (b) is followed. 
[0056] According to another aspect of the invention is a 
method for the reversal of Type I diabetes in a human or 
animal, said method comprising; 

[0057] administering a therapeutically effective amount 
of anti-CD3 monoclonal antibody to said human or ani- 
mal; and 

[0058] administering a therapeutically effective amount 
of a transgenic plant material containing one or more 
GAD autoantigens together with IL-4, 
[0059] wherein said monoclonal antibody is first adminis- 
tered to said human or animal. 

[0060] According to another aspect of the invention is a 
method for the reversal of Type I diabetes in a human or 
animal, said method comprising; 

[0061] administering a therapeutically effective amount 
of anti-CDS monoclonal antibody to said human or ani- 
mal; and 

[0062] administering a therapeutically effective amount 
of a transgenic plant material containing one or more 
GAD autoantigens together with IL-4, 
[0063] wherein said monoclonal antibody and said trans- 
genic plant material is administered concurrently to said 
human or animal. 

[0064] According to yet another aspect of the present 
invention is a composition comprising a mixture of anti-CD3 
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antibodies and a preparation that contains at least one autoan- 
tigen and an immunoregulatory cytokine. 
[0065] According to yet another aspect of the present 
invention is a composition comprising a mixture of anti-CD3 
antibodies and a transgenic plant material that contains at 
least one autoantigen and an irnmunoregulatory cytokine. 
[0066] According to another aspect of the present invention 
is a method for the diagnosis of Type I diabetes in a mammal, 
the method comprising detecting in a sample from said mam- 
mal the presence of anti-GAD antibodies. Such detection 
being an early indicator of the development or the risk of 
development of Type I diabetes in the mammal. In aspects of 
the invention, the method may comprise the use of canine 
GAD65. 

[0067] According to a further aspect of the present inven- 
tion are novel GAD65 sequences, such sequences may be 
used for plant transformation. In aspects, the sequence is a 
canine GAD65 sequence of SEQ ID NO: 4. In further aspects, 
the sequence is an optimized GAD65 sequence of SEQ ID 
NO:5. 

[0068] According to still further aspects of the present 
invention are novel IL4 sequences, such sequences may be 
used for plant transformation. In aspects, the sequence is a 
canine IL4 sequence optimized for plant expression and is 
represented by SEQ ID NO:2 or SEQ ID NO:7. 
[0069] In other aspects of the invention are vectors for the 
transformation of plant cells. In aspects, these vectors contain 
sequences selected from the group consisting of SEQ ID 
NO: 1, SEQ ID NO:3 AND SEQ ID NO. 6. 
[0070] According to still a further aspect of the present 
invention is the use of a composition comprising anti-T cell 
antibodies, autoantigen and optional mucosal antigen in the 
manufacture of a medicament for the treatment of Type I 
diabetes in a mammal. 

[0071] Other features and advantages of the present inven- 
tion will become apparent from the following detailed 
description. It should be understood, however, that the 
detailed description and the specific examples while indicat- 
ing embodiments of the invention are given by way of illus- 
tration only, since various changes and modifications within 
the spirit and scope of the invention will become apparent to 
those skilled in the art from said detailed description. 

BRIEF DESCRIPTION OF THE FIGURES 

[0072] The present invention will become more fully 
understood from the description given herein, and from the 
accompanying drawings, which are given by way of illustra- 
tion only and do not limit the intended scope of the invention. 
[0073] FIG. 1 shows the effect of control plant feeding 
versus GAD/IL-4 plant feeding on blood glucose levels in 
diabetic female NOD mice. 

[0074] FIG. 2 shows a Kaplan Meier Survival analysis 
demonstrating the time to hyperglycemia for the diabetic 
female NOD mice of FIG. I. 

[0075] FIG. 3 shows blood glucose levels post feeding at 
baseline, day 40 and day 60 after anti CD3 therapy. 
[0076] FIG. 4 shows the level of anti-GAD IgGl in GAD/ 
IL-4 fed mice compared to controls. 

[0077] FIG. 5 shows the delayed mean time to diabetes for 
GAD/IL-4 fed mice compared to controls. 
[0078] FIG. 6 shows the levels of serum anti-GAD65 anti- 
bodies inhealthy andnewly diagnosed diabetic dogs by anti- 
GAD ELISA. 



[0079] FIG. 7 shows Western blot analysis of canine 
GAD65 protein expressionin transgenic tobacco plants . Total 
protein extracts (40 ug/lane) from transgenic tobacco leaf 
tissue were fractionated by sodium dodecylsulphate-poly- 
acrylamide gel electrophoresis (SDS-PAGE), blotted on to 
polyvinylidene difluoride (PVDF) membrane and probed 
with an anti-GAD antibody. Lanes 1 to 5, independent canine 
GAD65 transgenic tobacco lines; WT, wild-type tobacco; 
GAD67, used as a positive control. Numbers on the left 
indicate the positions of protein size markers, 
[0080] FIG. 8A shows that plant rcIL-4 stimulates the 
3 H-thymidine incorporation by TF-1 cells in a dose-depen- 
dent manner. Pre-incubation of plant rcIL-4 with anti-canine 
IL-4 antibody (Ab) reduces its ability to stimulate TF-1 cells 
in proliferation. FIG. 8B shows the incorporation of ^-thy- 
midine by TF-1 cells in response to stimulation with a stan- 
dard commercial source of rcIL-4. 

[0081] FIGS. 9A-9N are various plasmid constructs used 
for cell transformations. FIG. 9A pDAB771; FIG. 9B 
pDAB773; FIG. 9C pDAB2407; FIG. 9D pDAB2457; FIG. 
9E pDAB2455; FIG. 9F pDAB2456; FIG. 9G pDAB3736; 
FIG. 9H pDAB3741; FIG. 91 pDAB3731; FIG. 9J 
pDAB3748; FIG. 9KpDAB2453; FIG. 9LpDAB4005; FIG. 
9MpDAB2451; and FIG. 9N pDAB8504, 
[0082] FIG. 10 shows western blots of IL-4 expression in 
transgenic tobacco. Calli were extracted in SDS gel loading 
solution and heated at 95° C. Gels and westerns were per- 
formed as described in the examples section. 
[0083] FIG. 11 shows western blots of IL-4 expression in 
transgenic rice. Calli were extracted in SDS gel loading solu- 
tion and heated at 95° C. Gels and westerns were performed 
as described in the examples section. 
[0084] FIG. 12 shows western analysis of the cGAD65 
samples expressed inNT-1 calli. Calli were extracted in SDS 
gel loading solution and heated at 95° C. The arrow indicates 
the recombinant standard rhGAD65. Lane 1: molecular 
weight markers; lane 2: rhGAD65 standard; lane 3: non- 
transgenic callus; lanes 4-13: independent cGAD65 trans- 
genic events. 

[0085] FIG. 13 shows the purification of IL-4. cIL-4 pro- 
duced in transgenic tobacco callus was purified as described 
above. The chromatograph of the Hi-Trap Nickel column is 
shown, with the fractions retained for further purification. 
SDS-PAGE analysis of the fractions eluted from the Superose 
6 column identified a major protein band (arrow) that corre- 
sponded to cIL-4 as determined by western blot and MALDI- 
TOF analysis. 

DETAILED DESCRIPTION OF THE PREFERRED 
EMBODIMENTS 

[0086] The invention is a new treatment method/regime for 
autoimmune disease and in particular, for the treatment of 
Type 1 diabetes in mammals. The method is a combination 
treatment whereby anti-T cell therapy is combined with 
immune tolerance in a mammal. The combination treatment 
may be done concurrently or sequentially. The combination 
of anti-T cell therapy with immune tolerance provides a 
therapy that is more efficacious than either therapy alone, 
particularly for the treatment of Type I diabetes. Using the 
method of the present invention, it was demonstrated that 
there was no reverting to diabetes for an extensive period of 
time demonstrating that the method is an effective long term 
treatment and can in fact reverse diabetes. 
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[0087] The method of the invention is useful for the treat- 
ment of new onset Type I diabetes in a mammal. The method 
of the invention is also useful for the treatment of mammals at 
imminent risk for developing Type I diabetes which includes 
mammals with impaired islet cell function due to autoimmu- 
nity but not requiring insulin therapy. In this aspect, such 
mammals are considered pre-diabetic. The method can be 
used to reverse Type I diabetes in mammals. 
[0088] It is understood by those of skill in the art that the 
method of the invention can be used in conjunction with other 
known treatments suitable for Type I diabetes. 

DEFINITIONS 

[0089] As referred to herein, Type 1 diabetes is generally 
understood to be an auto-immune disease and is also referred 
to in the general literature as: type 1 DM, insulin-dependent 
diabetes, IDD, insulin-dependent diabetes mellitus, IDDM, 
childhood diabetes, childhood diabetes mellitus, childhood- 
onset diabetes, childhood-onset diabetes mellitus, diabetes in 
childhood, diabetes mellitus in childhood, juvenile-onset dia- 
betes, juvenile-onset diabetes mellitus, and autoimmune dia- 
betes mellitus. 

[0090] As referred to herein, autoantigens are native pro- 
teins or peptides that, in some individuals, are immune 
response-provoking. When autoantigens are administered to 
such individuals, the autoantigens induce tolerance or sup- 
press the immune response of the mammal to the protein or 
peptide. 

[0091] As referred to herein, mucosal adjuvants are immu- 
nological agents which work through or at the mucosal sur- 
face, or at lymphoid structures associated with the gut and 
increase the antigenic response. Mucosal adjuvants as dis- 
closed herein may be immunoregulatory cytokines that are 
any of several regulatory proteins, such as cytokines and 
interleukins that are released by cells of the immune system 
and act as intercellular mediators in the generation of an, 
immune response. Cytokines may include those released by 
lymphocytes, other immune cells or parenchymal cells upon 
activation winch can modify, attenuate or eliminate harmful 
autoimmune responses directed to a specific antigen or anti- 
gens. 

[0092] As referred to herein, GAD (glutamic acid decar- 
boxylase) encompasses different GAD isoforms as well as 
GAD polypeptides that contain one or more GAD epitopes 
recognized by autoantibodies. 

[0093] As referred to herein, the term "transgenic plant 
material" as used herein is any type of transgenic plant mate- 
rial that contains the autoantigen and mucosal adjuvant as 
expressed by the plant. The plant material may include but not 
be limited to plant tissue, plant part (i.e. leaves, tubers, stems 
etc.), plant cell cultures including but not limited to plant 
suspension cultures and plant callus cultures, plant extracts, 
plant slurries and combinations thereof. The plant material 
can be provided "raw" or processed in some manner so long 
as it contains the transgenic protein of interest. Methods for 
processing plant material that are consistent with use in the 
present invention may be found in WO2002083072, 
WO2004098530, and WO2004098533 (the disclosures of 
which are herein incorporated by reference in their entirety). 
[0094] As referred to herein, "mammal" includes any 
warm-blooded animal with mammary glands. A preferred 
group of mammals is the group consisting of humans and 
companion animals. In aspects, this group consists of 



humans, dogs, cats and horses. In preferred aspects, tins 
group consists of dogs and cats and in most preferred aspects 
this group is humans. 

Anti-T Cell Therapy 

[0095] In the method, the anti-T cell therapy is acnninis- 
tered to the mammal to cause T cell depletion. The anti-T cell 
therapy may be any effective immunosuppressant agent that 
targets T cells. In aspects of the invention this may include but 
not be limited to monoclonal antibodies and polyclonal anti- 
bodies that target surface antigens on T cells or alternatively 
other agents such as cyclosporin^ methotrexate and azathio- 
prine. 

[0096] In aspects of the invention suitable antibodies may 
be selected from but not be limited to anti CD3, anti CD2, anti 
CD4, anti CD7, anti CD8, anti CD25, anti CD28, alpha 4 beta 
1 integrin, alpha 4 beta 7 integrin and other T cell surface 
antigens as is well understood by those of skill in the art. The 
selected T cell depletion agent such as an antibody as herein 
described would then be administered to the mammal in need 
thereof. Treatment with the antibody would be done for up to 
about 1 0 days . This time period can be varied as is understood 
by one of skill in the art. In aspects, tins time period can be 
about 5 to 7 days. 

[0097] The T cell depletion agent may be administered at 
dosages of about 10 ugflcg to about 100 U-g/kg body weight 
intravenously. This may include any range thereinbetween 
such as but not limited to 10 u.g/kg to about 20 ug/kg body 
weight; 20 Lig/kg to about 30 ^ig/kg body weight; 30 ug/kg to 
about 40 ug/kg body weight; 40 jig/kg to about 50 u.g/kg body 
weight; 50 ug/kg to about 60 (.ig/kg body weight; 60 ug/kg to 
about 70 ug/kg body weight; 70 jig/kg to about 80 u.g/kg body 
weight; 80 u.g/kg to about 90 ug/kg body weight; and 90 ug/kg 
to about 100 ug/kg body weight. It is also understood by one 
of skill in the art that the dose range may differ from the 
described range and thus may not be limited to tins range 
depending on the species of mammal and should be a dosage 
that essentially eliminates circulating T cells, as measured in 
peripheral blood. Determination of the suitable dose of T cell 
depletion agent may be accomplished by detection of mono- 
clonal antibodies on the surface of circulating T cells. 
Responsiveness to the antibody treatment may be confirmed 
by measurement of blood sugar levels whereby mammals 
exhibiting levels under control and within normal ranges are 
then considered to be responsive to the treatment. 
[0098] In one representative but non-lirniting embodiment 
of the invention, anti-T cell therapy is effectively accom- 
plished by the administration of anti-CD3 monoclonal anti- 
bodies for about 5 to about 7 days. 

Immune Tolerance 

[0099] The method of the invention also incorporates 
immune tolerance. Immune tolerance is achieved by admin- 
istering to the mammal one or more autoantigens and, option- 
ally, one or more mucosal adjuvants. The autoantigen and 
optional mucosal adjuvant may be co-administered when a 
mucosal adjuvant is used. Immune tolerance can be admin- 
istered concomitantly with the anti-T cell therapy or after the 
anti-T cell therapy is completed. Furthermore, immune tol- 
erance treatment may be administered after concurrent first 
administration of the combined anti-T cell therapy and oral 
tolerance. In other words, the autoantigen and optional 
mucosal antigen can be administered for a time period as 
required. Thus the autoantigen may be administered for an 
extended period of time to the mammal in need of the treat- 
ment that is well beyond the time of anti-T cell therapy 
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administration. In some aspects this may be the lifespan of the 
mammal if continued administration is required. 
[0100] If administered alter completion of the anti-T cell 
therapy, oral immune tolerance can be delayed for up to about 
4 weeks. In aspects of the invention, the immune tolerance is 
mucosal immune tolerance whereby the autoantigen and 
mucosal adjuvant are co-administered via a mucosal surface. 
In these aspects of the invention a preferred mucosal immune 
tolerance is induced orally. 

[0101] The autoantigen selected is the trigger antigen 
responsive for the autoimmune disease. In the case of Type I 
diabetes, the autoantigen is selected from the group consist- 
ing of species specific or species non-specific GAD (glutamic 
acid decarboxylase) isoforms and GAD polypeptides. GAD 
isoforms are known to those of skill in the art and may include 
but not be limited to GAD65 and GAD67 . Still other autoan- 
tigens may be selected from the group consisting of insulin 
and beta cell proteins capable of eliciting harmful autoim- 
mune responses. The amount of autoantigen that may be used 
for administration was found to be about 7-8 ug/25 gm 
mouse. Thus the amount of autoantigen for use in the method 
of the invention is about up to 300 ug/kg for a mammal and 
any ranges thereinbetween. Thus suitable amounts may 
include but not be limited to about 1 jig/kg to 1000 ug/kg; 10 
ug/kg to 800 ug/kg; about 50 ug/kg to 700 ug/kg; about 100 
ug/kg to 500 ug/kg; and about 200 ug/kg to 400 ug/kg. Dos- 
age amounts for a particular mammal may be varied as is 
understood by one of skill in the art. 
[0102] It is also understood by those of skill in the art that 
the GAD sequences used in the present invention may be of 
any species such as but not limited to human, feline and 
canine sequences. The human sequence is disclosed in Bu et 
al., 1992. Two human glutamate decarboxylases, 65-kDa 
GAD and 67-dDa GAD are each encoded by a single gene. 
Proc Natl Acad Sci USA 89:2115-2119 (the disclosure of 
which is incorporated herein by reference in its entirety). The 
feline GAD sequence is disclosed in Kobayashi et al., 1987. 
Glutamic acid decarboxylase cDNA: nucleotide sequence 
encoding an enzyrnatically active fusion protein. J. Neurosci. 
7:2768-2772 (the disclosure of which is incorporated herein 
by reference in its entirety). Canine sequences for use in the 
invention may include those of native canine GAD65 (SEQ 
ID NO.4) and canine GAD65 (SEQ ID NO.5) having a poly- 
histidine purification tag which was codon optimized for 
plant expression. 

[01 03] The GAD peptide sequences for use in the invention 
may be obtained by chemical synthesis using automated 
instruments or alternatively by expression from nucleic acid 
sequences which are capable of directing synthesis of the 
peptide using recombinant DNA techniques well known to 
one skilled in the art, GAD peptides of the invention may be 
prepared by chemical synthesis using techniques well known 
in the chemistry of proteins such as solid phase synthesis 
(Merrifield, J. Am. Chem. Assoc. 85:2149-2154 (1964)) or 
synthesis in homogenous solution (Houbenweyl, Methods of 
Organic Chemistry (1 987), (Ed. E. Wansch) Vol. 15, pts. I and 
II, Thieme, Stuttgart). Techniques for production of proteins 
by recombinant expression are well known to those in the art 
and are described, for example, in Sambrook et al. (1989) or 
latest edition thereof. 

[0104] Also encompassed by the canine GAD nucleic acid 
sequences of the invention are complementary as well as 
anti-complementary sequences to a sequence encoding and 
equivalent sequence variants thereof. One skilled in the art 
would readily be able to determine such complementary or 
anti-complementary nucleic acid sequences. Also as part of 
the invention are nucleic acid sequences which hybridize to 



one of the aforementioned nucleic acid molecules under strin- 
gent conditions. "Stringent conditions" as used herein refers 
to parameters with which the art is familiar and such param- 
eters are discussed, for example, in the latest editions of 
Molecular Cloning: A Laboratory Manual, J. Sambrook, et 
al., eds., Cold Spring Harbor Laboratory Press, Cold Spring 
Harbor, N.Y., or Current Protocols in Molecular Biology, F. 
M. Ausubel, et al., eds., John Wiley & Sons Inc., New York. 
One skilled in the art would be able to identify homologues of 
nucleic acids encoding the BCSP peptides of the invention. 
Cells and libraries are screened for expression of such mol- 
ecules which then are routinely isolated, followed by isola- 
tion of the pertinent nucleic acid molecule and sequencing. 
[0105] It is noted that the nucleic acid molecules described 
herein may also encompass degenerate nucleic acids. Due to 
degeneracy in the genetic code, variations in the DNA 
sequence will result in translation of identical peptides. It is 
thus understood that numerous choices of nucleotides may be 
made that will lead to a sequence capable of directing pro- 
duction of the peptides or functional analogues thereof of the 
present invention. As a result, degenerative nucleotide sub- 
stitutions are included in the scope of the invention. 
[0106] Allowing for the degeneracy of the genetic code as 
well as conserved and semi-conserved substitutions, 
sequences which have between about 40% and about 80%; or 
more preferably, between about 80% and about 90%; or even 
more preferably, between about 90% and about 99%; of 
nucleotides which are identical to the nucleotides of SEQ ID 
NO: 2, 4, 5 and 7 will be sequences which are "essentially as 
set forth in SEQ ID NO:2, 4, 5 and 7". Sequences which are 
essentially the same as those set forth in SEQ ID NO: 2-4, 5 
and 7 may also be functionally defined as sequences which 
are capable of hybridizing to a nucleic acid segment contain- 
ing the complement of SEQ ID NO:2, 4, 5 and 7 under 
standard or less stringent hybridizing conditions. Suitable 
standard hybridization conditions will be well known to those 
of skill in the art. 

[0107] As would be understood by one of skill in the art, 
nucleic acid molecules of the present invention may encom- 
pass single and double stranded forms, plasmid(s), viral 
nucleic acid(s), plasmid(s) bacterial DNA, naked/free DNA 
and RNA. A viral nucleic acid comprising a nucleic acid 
sequence encoding for at least one peptide of the invention 
may be referred to as a viral vector. 

[0108] The invention also encompasses expression vectors 
comprising the nucleic acid sequences of the invention of 
SEQ ID NO. 2, 4, 5 and 7 and functional analogues thereof 
within expression vectors. Any expression vector that is 
capable of carrying and expressing the nucleic acid sequences 
encoding for the peptides of the invention and functional 
analogues thereof in prokaryotic or eukaryotic host cells may 
be used, including recombinant viruses such as poxvirus, 
adenovirus, alphavirus and lentivirus. The invention also 
encompasses host cells transformed, transfected or infected 
with such vectors to express the peptides or functional ana- 
logues of the invention. As such, host cells encompass any 
potential cell into which a nucleic acid of the present inven- 
tion may be introduced and/or transfected. 
[0109] The optional mucosal adjuvant for use in conjunc- 
tion with the autoantigen may be selected from an irnmuno- 
regulatory cytokine such as but not limited to the interleukins : 
IL-1, IL-2, IL-3, IL-4, IL-5, IL-6, IL-7, IL-8, IL-9, IL-10, 
IL-12, IL-13, IL-15 and IL-18. Any cytokine that is released 
by lymphocytes, other immune cells or parenchymal cells 
upon activation which can modify, attenuate or eliminate 
harmful autoimmune responses directed to a specific antigen 
or antigens is suitable for use in the present invention as is 
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understood by one of skill in the art. In aspects of the inven- 
tion, the cytokine used is IL4 of which may be of various 
species origin such as for example but not limited to human 
(as described in Yokota etal., 1986. Proc Natl Acad. SciUSA. 
83:5894-5898, the disclosure of which is incorporated by 
reference herein in its entirety) and canine (as described in 
Lee et al., 1986. Proc Nati Acad Sci USA. 83:2061-2065, the 
disclosure of which is incorporated herein by reference in its 
entirety). In these aspects a suitable canine IL-4 sequence is 
represented by SEQ ID NO.2 and SEQ ID NO. 7 which are 
optimized for plant expression. As with GAD described 
above, IL-4 sequences as disclosed herein may encompass 
various forms and be incorporated into various constructs for 
use in cell transfection. Suitable amounts of cytokine for use 
in the invention has been demonstrated to be about 1 -2 U-g/25 
gm in the mouse. Thus in mammals suitable amounts for use 
in the methods are up to about 500 jig/kg and any range 
thereinbetween such as for example about 0.5 ug/kg to about 
500 fig/kg; about 1 .0 (.ig/kg to about 250 fig/kg; and about 10.0 
ug/kg to about 1 00 ug/kg. One of skill in the art would clearly 
understand amounts of suitable dosages for use in the present 
invention. 

[0110] The autoantigen and optional mucosal adjuvantmay 
be administered as a composition. The compositions may be 
administered alone or in combination with at least one other 
agent, such as stabilizing compound, which may be admin- 
istered in any, biocompatible pharmaceutical carrier, includ- 
ing, but not limited to, saline, buffered saline, dextrose, and 
water. The compositions may be administered to the subject 
alone, or in combination with other agents or drugs. 
[0111] The pharmaceutical compositions encompassed by 
the invention may be administered by any number of routes. 
Pharmaceutical compositions for oral and mucosal adminis- 
tration can be formulated using pharmaceutically acceptable 
carriers well known in the art in dosages suitable for oral 
administration. Such carriers enable the pharmaceutical com- 
positions to be formulated as tablets, pills, dragees, capsules, 
liquids, gels, syrups, slurries, suspensions, and the like, for 
ingestion by the patient. Pharmaceutical preparations for oral 
use can be obtained through combination of active com- 
pounds with solid excipient, optionally grinding a resulting 
mixture, and processing the mixture of granules, after adding 
suitable auxiliaries, if desired, to obtain tablets or dragee 
cores. Suitable excipients are carbohydrate or protein fillers, 
such as sugars, including lactose, sucrose, mannitol, or sor- 
bitol; starch from corn, wheat, rice, potato, or other plants; 
cellulose, such as methyl cellulose, hydroxypropyhnethyl- 
cellulose, or sodium carboxymethylcellulose; gums includ- 
ing arabic and tragacanth; and proteins such as gelatin and 
collagen. If desired, disintegrating or solubilizing agents may 
be added, such as the cross-linked polyvinyl pyrrolidone, 
agar, alginic acid, or a salt thereof, such as sodium alginate. 
[0112] Pharmaceutical preparations which can be used 
orally include capsules made of gelatin, as well as soft, sealed 
capsules made of gelatin and a coating, such as glycerol or 
sorbitol. Such capsules can contain active ingredients mixed 
with a filler or binders, such as lactose or starches, lubricants, 
such as talc or magnesium stearate, and, optionally, stabiliz- 
ers. In soft capsules, the active compounds may be dissolved 
or suspended in suitable liquids, such as fatty oils, liquid, or 
liquid polyethylene glycol with or without stabilizers. 
[0113] Pharmaceutical formulations suitable for parenteral 
(intravenous and intramuscular) administration may be for- 
mulated m aqueous solutions, preferably in physiologically 
compatible buffers such as Hanks* solution, Ringer's solu- 
tion, or physiologically buffered saline. Aqueous injection 
suspensions may contain substances which increase the vis- 



cosity of the suspension, such as sodium carboxymethyl cel- 
lulose, sorbitol, or dextran. Additionally, suspensions of the 
active compounds may be prepared as appropriate oily injec- 
tion suspensions. Suitable lipophilic solvents or vehicles 
include fatty oils such as sesame oil, or synthetic fatty acid 
esters, such as ethyl oleate or triglycerides, or liposomes. 
Non-lipidpolycationic amino polymers may also be used for 
delivery. Optionally, the suspensionmay also contain suitable 
stabilizers or agents which increase the solubility of the com- 
pounds to allow for the preparation of highly concentrated 
solutions. For topical or nasal administration, penetrants 
appropriate to the particular barrier to be permeated are used 
in the formulation. Such penetrants are generally known in 
the art. 

[0114] The pharmaceutical compositions of the present 
invention may be manufactured in a manner that is known in 
the art, e.g., by means of conventional mixing, dissolving, 
granulating, dragee-making, levigating, emulsifying, encap- 
sulating, entrapping, or lyophilizing processes. The pharma- 
ceutical composition may be provided as a salt and can be 
formed with many acids, including but not limited to, hydro- 
chloric, sulfuric, acetic, lactic, tartaric, malic, succinic, etc. 
Salts tend to be more soluble in aqueous or other protonic 
solvents than are the corresponding free base forms. 
[0115] The pharmaceutical composition may be provided 
in biodegradable microspheres as is disclosed in Sinha et al., 
Journal of Controlled Release 90 (2003) 261-280 (the disclo- 
sure of which is incorporated herein by reference). 
[0116] In one embodiment of the invention, immune toler- 
ance is achieved via a method of oral immune tolerance where 
the autoantigen and the mucosal adjuvant are administered 
within an edible plant material and as such are produced by a 
transgenic plant that contains the required sequences that are 
expressed by the plant to produce the proteins in the plant. 
The expression of GAD autoantigens in plants is described in 
U.S. Pat. No. 6,338,850 (the disclosure of which is incorpo- 
rated herein by reference in its entirety). Autoantigens and 
mucosal adjuvants can be successfully produced in trans- 
genic plants as is disclosed in Ma S, Huang Y, Yin Z, Menassa 
R, Brandle J E, Jevnikar A M Induction of oral tolerance to 
prevent diabetes with transgenic plants requires-glutamic 
acid decarboxylase (GAD) and IL-4. Proc Natl Acad Sci 
USA. 2004 Apr. 13; 101 (15): 5680-5 and in Ma S W, Zhao D 
L, Yin Z Q, Mukherjee R, Singh B, Qin H Y, Stiller C R, 
Jevnikar AM. Transgenic plants expressing autoantigens fed 
to mice to induce oral immune tolerance. Nat Med. 1 997 July; 
3 (7): 793 -6 (the disclosures of which are incorporated herein 
by reference in their entirety), 

[0117] Briefly, to construct a transgenic plant expressing an 
autoantigen, a cDNA coding for a selected autoantigen such 
as for example human GAD may be inserted into an expres- 
sion vector and used to create transgenic plants by means of 
Agrobacterium-mediated transfection, as described herein in 
a representative but non-limiting example (Example A). In 
this example, a potato plant is used as transgenic starch tubers 
provide a very inexpensive source of biomass for heterolo- 
gous protein production. Transgenic plants expressing the 
desired antigen may be identified by examination of plant 
extracts by Western blotting, by conventional techniques, 
expressed antigen being detected by means of an appropriate 
specific antibody. Where the antigen to which tolerance is 
desired has a heterodimeric structure, one may either trans- 
form plant tissue sequentially with two vectors, each carrying 
the DNA for an individual protein chain and a different selec- 
tion in marker gene, so that the plant produces the mature 
antigen, or one may introduce the DNA for each chain into 
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separate plants and breed these, by cross-pollination of 
"single chain" plants by standard techniques to give hybrids 
producing the mature antigen. 

[0118] The transgenic plant material containing the 
expressed antigen may be administered orally or enterally to 
the subject in an effective dose. The particular selection of 
plant for transgenic manipulation may be edible or non-ed- 
ible. If a non-edible plant species is used for production of 
mammalian antigens, the antigens may be extracted from the 
plant tissue and purified as required by standard methods 
before oral or enteral administration. 
[0119] The transgenic plantmaterial canbe administered to 
the mammal in need of as required. In order to produce oral 
tolerance in a subject to a particular mammalian antigen, 
transgenic plant tissue containing the expressed antigen may 
be administered orally or enterally to the subject in an effec- 
tive dose as described herein supra. Alternatively, if a non- 
edible transgenic plant is used for production of mammalian 
antigens, the antigens may be extracted from the plant tissue 
and purified as required by standard methods before oral or 
enteral administration. This can include a single administra- 
tion, multiple administration over time or continued lifetime 
use. Representative suitable plants for use in the invention 
may include but are not limited to potato, tomato, alfalfa, 
canola, rice, tobacco, maize, algae, safflower, moss andbryo- 
phyte. 

[0120] The amount of expressed autoantigen and mucosal 
adjuvant when used in combination for administration to 
provide a therapeutic effect is provided on a weight basis and 
may range in combination from up to about 1 rug/kg to up to 
about 1000 mg/kg or more along with the plant matrix. In 
aspects the amount is from up to about 1 mg/kg to up to about 
1 00 mg/kg. It is understood by those of skill in the art that the 
amount of expressed autoantigen and mucosal adjuvant may 
vary and may be selected from any sub-range of the 1 mg/kg 
to about 1000 mg/kg range, such as for example but not 
limited to; 1 mg/kg-500 mg/kg; 1 mg/kg-250 mg/kg; 1 
mg/kg-200 mg/kg; 1 mg/kg- 1 50 mg/kg; 1 mg/kg-75 mg/kg; 1 
mg/kg- 50 mg/kg; and 1 mg/kg-25 mg/kg and any sub -ranges 
of any of these ranges. Again, it is also possible that the 
amount may be greater than 1 000 mg/kg and in some aspects 
less than 1 mg/kg. The amount used in the invention may be 
species specific as is understood by one of skill in the art. 
[0121] Various methods are available to identify autoanti- 
gen and cytokine production in plants such as with the use of 
cross reactive monoclonal human and other species antibod- 
ies which can be applied to flow cytometric, Western blot 
analyses and ELISA studies (Pedersen L G, Castelruiz Y, 
Jacobsen S, Aasted B. Identification of monoclonal antibod- 
ies that cross -react with cytokines from different animal spe- 
cies. Vet Immunol Immunopathol. 2002 88:111-22). 
[0122] The invention also encompasses therapeutic com- 
positions comprising a mixture of T-cell immunosuppressant 
agent, at least one autoantigen and optionally at least one 
mucosal adjuvant. In a non-limiting aspect of the invention 
this may be represented by a composition comprising a GAD 
isoform, anti-CD3 monoclonal antibody and IL-4. In a further 
non-limiting aspect of the invention this may be represented 
by a composition comprising GAD65 and/or GAD67, anti- 
CD3 monoclonal antibody and IL-4 and/or IL-10. Such a 
composition may be formulated as herein described for oral 
or parenteral administration. 

[0123] It is also understood by one of skill in the art that the 
method of the invention in its various embodiments can be 



practiced in conjunction with other treatments currently 
known and used for the treatment of Type I diabetes. Such 
treatments may include but not be limited to insulin therapy. 
[0124] The invention also encompasses the use of anti- 
GAD65 antibodies for the early detection of Type I diabetes. 
In this aspect, mammalian sera may be assayed for the pres- 
ence of anti-GAD65 antibodies which is a predictor of dia- 
betic risk or a diagnostic of Type I diabetes in early stages. In 
further aspects, such methods may be used in non diabetic 
identified animals for early detection of diabetes assessment 
of risk. In these aspects, various types of anti-GAD65 anti- 
bodies may be used including novel canine antibodies. 
[0125] The above disclosure generally describes the 
present invention. A more complete understanding can be 
obtained by reference to the following specific Examples. 
These Examples are described solely for purposes of illustra- 
tion and are not intended to limit the scope of the invention. 
Changes in form and substitution of equivalents are contem- 
plated as circumstances may suggest or render expedient. 
Although specific terms have been employed herein, such 
terms are intended in a descriptive sense and not for purposes 
of limitation. 

EXAMPLES 
Example A 

The Effect of Control Plant Feeding Versus GAD/ 
IL-4 Plant Feeding on Blood Glucose Levels in Dia- 
betic Female NOD Mice 

[0126] Diabetic female NOD mice were identified by posi- 
tive urine glucose followed by blood testing. Mice were 
selected for antibody therapy if blood glucose was greater 
than 1 6 mmol/1 on 2 consecutive days. Mice were treated with 
daily insulin to keep blood glucose levels less than approx. 14 
mmol/1. Some mice required twice daily insulin. Mice were 
stabilized and given anti CD3 mAb (5 ug) IV by tail vein 
injection for 6 days (dl-6). Mice that failed to achieve (on 2 
consecutive days), blood sugars less than 20 mmol/1 by 3 
weeks were terminated. More than 85% of mice achieved 
this. At 2 to 3 weeks following anti CD3 rnAb treatment, mice 
were given either control plant chow (empty vector, LN 
tobacco) or GAD-IL4 plant chow and followed daily for 
blood sugars. Insulin was stopped by 3 weeks in all mice. 10 
mice were assigned to each treatment group, and expressed 
values are mmol/1 glucose vs day of experiment (FIG. 1). Day 
1 indicates the start of anti CD3 therapy. One GAD/IL4 
mouse had late transient hyperglycemia. One GAD/IL-4 
mouse was lost to technical problem (insulin OD with 
hypoglycemia). 

[0127] Kaplan Meier Survival Analysis Demonstrating the 
Time to Hyperglycemia for the Diabetic Female NOD Mice. 
[0128] Diabetic female NOD mice of FIG. 1 were followed 
by blood testing and were given either control plant chow 
(empty vector, LN tobacco) or GAD-IL4 plant chow One 
GAD/IL-4 mouse was lost to technical problem (insulin OD 
with hypoglycemia) and was not considered a treatment fail- 
ure (censored). Survival was defined as time to hyperglyce- 
mia (glucose>12 mmol/1 on two consecutive days), at 40 days 
or beyond: 40 days was selected as mice had stabilized early 
fluctuations in blood glucose levels (FIG. 1) noted in most 
mice. The analysis is shown in FIG. 2. 
[0129] Blood Glucose Levels Post Feeding 
[0130] Mice were analyzed for blood glucose levels at 
baseline, day 40 and day 60 so that direct comparisons could 
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be made for a specific interval after anti CD3 therapy (FIG. 3). 
Day 40 levels are different (p=0.03) but differences also noted 
on day 60 did not reach significance (p=0. 1). Note that mice 
at baseline were treated with insulin but at start of treatment 
with anti CD3 antibody. There is no difference between con- 
trol and GAD-IL4 regardless at baseline. Days were selected 
at day 40 and 60 as there sufficient mice to assess both groups 
(n^lO at baseline and day 40, n=6-7 at day 60). 
[0131] Production of Transgenic Plants Expressing 
Autoantigen 

[0132] Human GAD Expression in Potatoes: Two cDNA 
clones encoding portions of human GAD were used, repre- 
senting either the 5' sequence or the 3' sequence. The two 
clones had an overlap sequence of no more than 70 nt. The 
complete human GAD sequence was made by a series of 
DNA manipulations. The N- terminal end of human GAD was 
modified by PCR to include the incorporation of a Ncol 
(CCATGG) restriction site as part of a translation initiation 
site. The native 3' nontranslated sequence, including poly A 
tail, was completely removed. The modified human GAD 
sequence was cloned into plasmid vector pTRL-GUS to 
replace the GUS gene. The plasmid pTRL GU3 is composed 
of CaMV 35S promoter with double enhancer sequence 
(Ehn-35S) linked to 5' untranslated TEV leader sequence, 
GUS gene andNOS-terminator. The new expression cassette, 
consisting of 5'-Ehn35S-TEV5' untranslated leader human 
GAD-NOS terminator was excised with Hindlll and inserted 
into the binary vector pBINl 9. The final construct, designated 
pSM215, was transferred into agrobacterium and potato 
transformation was carried out by the leaf disc method 
(Horsch et al., (1985), Science, vol. 227, pp. 1229-1231). 
Regeneration of transformed leaf disk into new plants was 
according to Horsch et al. Primary screening of transformants 
was based on callus formation on MSO media supplemented 
with kanamycin. 

[0133] A more complete experimental protocol for autoan- 
tigen expression in plants is provided in Ma S, Huang Y, Yin 
Z, Menassa R, Brandle J E, Jevmkar A M Induction of oral 
tolerance to prevent diabetes with transgenic plants requires 
glutamic acid decarboxylase (GAD) andIL-4. Proc Natl Acad 
SciUSA. 2004 Apr. 13; 101(15):5680-5 andinMaS W, Zhao 
D L, Yin Z Q, Mukherjee R, Singh B, Qin H Y, Stiller C R, 
Jevnikar A M (the disclosures of which are incorporated 
herein by reference in their entirety). One of skill in the art 
could follow these teachings to practice the present invention. 

Example B 

Sequential Anti-CD3 and GAD/IL-4 Feeding in the 
NOD Mouse Model Showing Effect of Anti-CD3 
and Sequential GAD/IL-4 Feeding on Thl/Th2 T 
Cell Subsets 

[0134] Female NOD mice were allowed to spontaneously 
develop diabetes and maintained glycemic control with insu- 
lin. Mice were treated daily with anti-CD3 mAb (5 jig) for 6 
days and insulin was discontinued on reaching euglycernia. 
Mice were fed with oral GAD/IL-4, plant control diet or 
regular mouse chow for 4 weeks (n^3 per group). Mice were 
euthanized and serum was tested for anti-GAD IgGl as mea- 
sure of Th2 activity. GAD/IL-4 mice had the highest level of 
anti-GAD IgGl antibodies (pK).l) suggesting the benefit of 
anti-CD3 mAb with sequential GAD/IL-4 is related to Th2 
skewing of T helper cell subsets. 





Means Table for anti GAD IgGl (1:1) 
Effect: group 


Std. Err. 


Count 


Mean Std. Dev. 


plant 


3 


1.131 .273 


.157 


GAD/IL4 


3 


1.587 .395 


.228 


regular 


3 


1.336 .201 


.116 



Effect of Anti-CD3 and Sequential GAD/IL-4 on 
Ability to Prevent Adoptive Transfer of Diabetes 

[0135] Female NOD mice were allowed to spontaneously 
develop diabetes and maintained glycemic control with insu- 
lin. Mice were treated daily with anti-CD3 mAb (5 ug) for 6 
days and insulin was discontinued on reaching euglycernia. 
Mice were fed with oral GAD/IL-4, plant control diet or 
regular mouse chow for 4 weeks (n=3 per group) and are the 
same as mice presented in FIG. 1. Mice were euthanized and 
spleen cells were isolated from mice from each group were 
mixed with diabetogenic spleen cells taken from recently 
diabetic NOD mice. Cells from fed mice (1 x 10 7 ) were mixed 
with diabetogenic spleen cells ((lxlO 7 ) and were injected IV 
into NOD-scid mice. Recipient mice were followed for dia- 
betes by urine testing and confirmed by serum testing (>14 
mmol/1 for 2 days) and then terminated. Mice receiving oral 
GAD/IL-4 had delayed me and time to diabetes (p^O.l) com- 
pared to plant controls suggesting the benefit of anti-CD3 
mAb with sequential GAD/IL-4 is related to induction of 
regulatory Th2 helper cell subsets (FIG. 5). 





Means Table for day of diabetes 
Effect: group 

Count Mean Std. Dev. 


Std. Err. 


plant 


7 


25.000 


4.320 


1.633 


GAD/IL4 


6 


32.500 


10.691 


4.365 


regular 


6 


27.500 


7.369 


3.008 



The Relevance of Elevated GAD65 Antibodies to Diabetes of 
Non Human or Mouse Mammals. 

[0136] Dogs with recent onset of insulin dependent autoim- 
mune diabetes were tested for the presence of serum anti- 
GAD65 (total) antibodies using ELISA. As demonstrated, the 
presence of anti-GAD antibodies was highly related to dia- 
betes as no antibodies were detected in non-diabetic normal 
dogs (FIG. 6). These data suggest the relevance of GAD65 in 
canine diabetes, and that early detection of anti-GAD65 anti- 
bodies in non diabetic dogs might be used to predict diabetic 
risk as well as monitoring skewing of TH2 subsets. 

Expression of Canine GAD65 in Transgenic Tobacco Plants. 

[0137] A plant expression vector, containing the entire cod- 
ing sequence of canine GAD65 under the control of the Cau- 
liflower Mosaic Virus 35S promoter and the polyadenylation 
signal from the nopaline synthase gene, was constructed and 
transferred into tobacco plants by the method of Agrobacte- 
Ww7«-mediated transformation. Following transformation 
and selection, transgenic tobacco plants were produced. Lite- 
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gration of canine GAD65 DNA into the nuclear genome of 
tobacco was confirmed by PGR (polymerase chain reaction) 
using canine GAD65 specific primers (not shown). Expres- 
sion of the transferred canine GAD65 at the protein level was 
determined by Western blot analysis. As shown in FIG. 7, 
anti-GAD antibody detected a unique band of the expected 
molecular weight (65 kDa) on Western blots of total leaf 
extracts prepared from tobacco plants transformed with 
canine GAD65. In contrast, the same band could not be 
detected by Western blot analysis in leaf extracts from vector- 
minus canine GAD transformed tobacco plants. Mouse 
GAD67 is shown as a size control and is detected by the anti 
GAD antibody. 

Biological Activity of Plant Cell Culture-Derived Recombi- 
nant Canine IL-4. 

[0138] The biological activity of plant-derived rcIL-4 was 
determined by in vitro bioassay using the cIL-4 -dependent 
cell line (FIGS. 8A, 8B), TF-1 . TF-1 cells are a factor-depen- 
dent human erythroleukemic cell line that will proliferate in 
response to canine IL-4. To perform the assay, 6x histidine- 
tagged rcIL-4 was purified from transgenic tobacco leaf tis- 
sue by chromatography on Ni-NTA agarose and used to 
induce the proliferation of TF-1 cells in comparison with 
commercial rcIL-4 standard. As shown here, plant-derived 
rcIL-4 induced TF-1 cells to proliferate in a dose-dependent 
fashion in culture medium (RPMI 1 640), and was comparable 
to that of rcIL-4 standard. Moreover, co-incubation of plant 
rcIL-4 with anti-cIL-4 mAb reduced its ability to stimulate 
the proliferation of TF-1 cells. Taken together, these results 
suggest that plant-derived rcIL-4 retains its biological and 
functional authenticity. 

Example C 

Expression of Canine GAD65 and Canine IL-4 in 
Suspension Cultures 

Dicot Binary Constructs for Expression in Tobacco Cells 

[0139] A dicot binary vector, pDAB2457 (Sequence ID No . 
1) for Agrobacteriwn-medmted plant transformation was 
constructed based on plasmids pDAB771, pDAB773 and 
pDAB2407. pDAB771 (FIG. 9 A) contains the cassava vein 
mosaic virus promoter described in WO 97/48819 (CsVMV) 
fused to the 5' UTR from Nicotiana tabactim osmotin gene 
(Plant Mol. Bio. 19:577-588 (1992); patent application US 
2005 1 027 1 3) and a chimeric 3 ' untranslated region consisting 
of 3' UTRs from the Nicotiana tabacum osmotin gene (Plant 
Mol. Bio. 19:577-588 (1992); patent application US 
2005102713) and froni Agrobacterium tnmefaciens plasmid 
Ti 15955 ORF24 (GenBank accession X00493). Located 
between the CsVMV promoter and ORF24 3»UTR are unique 
sites, Ncol and Sad, which were used for inserting genes of 
interest. pDAB773 (FIG. 9B) contains the RB7 matrix attach- 
ment region (MAR) (U.S. Pat. No. 5,773,689; U.S. Pat. No. 
5,773,695; U.S. Pat No. 6,239,328, WO 94/07902, and WO 
97/27207) and a transcription unit in which the plant selection 
marker phosphinothricin acetyl transferase (PAT) (U.S. Pat. 
Nos. 5,879,903; 5,637,489; 5,276,268; and 5,273,894) is 
driven by the AtUbilO promoter (Plant J. 1997. 11(5):1017; 
Plant Mol. Biol. 1993. 21(5):895; Genetics. 1995. 139(2): 
921) and flanked, downstream by AtuORFl 3'UTR (U.S. Pat. 
No. 5,428,147; Plant Molecular Biology. 1983. 2:335; Gen- 
Bank accession X00493). A unique NotI site, located 



between the RB7 MAR gene and the plant AtUbi 1 0 promoter, 
was used for cloning gene fragments containing the CsVMV 
promoter, gene of interest, and ORF24 S'UTR. A basic binary 
vector, pDAB2407 (FIG. 9C) allows for Agel/Agel ligation 
of the genes of interest and selectable marker expression 
cassettes between the T-DNA borders of the Agrobacterium 
binary vector. 

[0140] The IL-4dicot binary vector, pDAB2457 (FIG. 9D), 
encodes a canine interleukin-4 protein with endoplasmic 
reticulum (ER) targeting (native) and ER retention signals 
(Sequence ID NO. 2, Table B). More specifically, the plant 
transcription unit includes: T-DNA Border B/RB7 MAR 
v3/CsVMV promoter v2-Nt Osm 5' UTR v3/IL-4 v2-KDEL/ 
Nt Osm 3' UTR v3-Atu ORF24 3' UTR v2::AtUbilO pro- 
moter v2/PAT v3/AtuORFl 3' UTR v3::T-DNA Border A. 
The chemically synthesized IL-4 gene contained in 
DASPIC013 was obtained from PICOSCRIPT in Strat- 
agene's Bluescript vector. A modified version of the gene was 
produced using PCR and included the IL-4 gene flanked by a 
6 histidine tag and an ER retention signal (KDEL). The Ncol/ 
SacI fragment was then inserted into pDAB77 1 plasmid at the 
Ncol and SacI sites, resulting in intermediate vector 
pDAB2455 (FIG. 9E). The CsVMV promoter expression 
cassette containing IL4 v2-KDEL/ORF24 3'UTR was 
removed from pDAB2455 with NotI and was ligated in the 
NotI site of pDAB773, downstream of the RB7 MARv3 gene 
and upstream of the AtUbilO promoter v2/PAT v3/AtuORFl 
3'UTR selectable marker cassette forming the plant transcrip- 
tion unit (PTU) in intermediate vector pDAB2456 (FIG. 9F). 
The PTU components were then excised from pDAB2456 
using Agel digestion and ligated in reverse orientation at the 
Agel site of pDAB2407 which resulted in the final dicot 
binary vector, pDAB2457, where the PTU cassette is flanked 
by T-DNA borders A and B. 

Gateway™ Dicot Binary Construct 

[0141] Invitrogen's Gateway™ Technology was used for 
constructing vectors for expression of cGAD65 in tobacco 
cells. Both the destination and donor vectors were made fol- 
lowing Invitrogen's Gateway™ Technology protocol. One 
destination vector, pDAB3736 (FIG. 9G), and a donor vector, 
pDAB3741 (FIG. 8), were used to create the cGAD65 binary 
construct. 

[0142] Destination vector, pDAB3736, was derived from 
pDAB2407 and contains attR sites, which recombine with an 
entry clone in an LR clonase reaction to generate an expres- 
sion clone (Invitrogen Gateway Technology). It also contains 
multiple copies of Border A and Border B of the binary vector. 
Within the border regions, there are an RB7 matrix attach- 
ment region (MAR) and Gateway™ cloning sites attRl and 
attR2. Entry vector, pDAB3731 (FIG. 9H) contains the attL 
sites which are used to clone gene fragments that do not 
contain att sites to generate entry clones (Invitrogen Gateway 
Technology). pDAB3931 contains the CsVMV v2 promoter 
and ORF24 3 , UTR vl cassette. Located between the pro- 
moter and UTR are Ncol and SacI sites, where the gene of 
interest is inserted. The cassette is flanked by Gateway™ 
cloning sites attLl and attL2. 

[0143] Gateway™ GAD655 binary vector, pDAB3748 
(FIG. 9; Sequence ID NO.3. Table C), contains the PTU 
cassette: T-DNA Border B:: RB7 MAR v3::CsVMV pro- 
moter v2/cGAD v2/Atu ORF24 3' UTR v2::AtUbilO pro- 
moter v2/PAT v3/Atu ORF1 3' UTR v3:: Multiple T-DNA 
Border A. The chemically synthesized cGAD65 gene (native 
cGAD65 -Sequence ID NO. 4; modified cGAD65-Sequence 
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ID NO. 5), which was optimized for plant expression, was 
excised from pDASPIC027 using Ncol and SacL The 
cGAD65 fragment was ligated into the NcoI/SacI sites of 
pDAB3931 to form the entry clone, pDAB3741 . pDAB3741 
was transferred into pDAB3736 using LR Clonase to form 
pDAB3748. 

Monocot Constructs for Expression in Rice Cells 

[0144] Rice transformation was done using purified DNA 
fragments. The expression cassette was flanked by Fspl sites 
to allow for purification of the expression cassette from the 
vector backbone. The expression cassette in pDAB2453 
(FIG. 9K; Sequence ID NO.6, Table F) was comprised of a 
promoter from the maize ubiquitin gene (ZniUbil v2; Plant 
Mol.Biol. 1994.26(3). 1007; U.S. Pat. No. 5,614,399), modi- 
fied to remove an Ncol site, and the 3' UTR region from a 
maize peroxidase gene (ZmPer5 3 f UTR v2; U.S. Pat. No. 
6,699,984). The selectable marker gene cassette included in 
pDAB2453 was the PAT gene (described above) flanked by 
the rice actin gene promoter (OsActl v2; Mol. Gen. Genet. 
1991. 231:150.; GenBank accessions S44221 andX63830;), 
modified to remove a SacI site and the 3' UTR from a maize 
lipase gene (ZmLip 3' UTR v2; GenBank accession 
L35913.). The chemically synthesized IL-4 gene was con- 
tained in DASPIC013 and was obtained from PICOSCRIPT 
in Stratagene's Bluescript vector. A modified version of the 
gene was producedusing PCRto create the IL-4 gene flanked 
by a 6 histidine tag (Sequence ID N0.7, Table 6). The Ncol/ 
SacI fragment from the PCR product was then inserted into 
pDAB4005 (FIG. 9L) at the Ncol and SacI sites, resulting in 
intermediate vector pDAB245 1 (FIG. 9M) . The ZmUbi 1 pro- 
moter expression cassette containing IL4 v2-KDEL/ZmPer5 
3'UTR was removed from pDAB2451 with NotI and was 
ligated into the NotI site of pDAB8504 (FIG. 9N), upstream 
of the OsActl promoter v2/PAT v3/ZmLip 3* UTR v2 select- 
able marker cassette forming the plant transcription unit 
(PTU) in pDAB2453. The PTU components were then 
exci sed from pDAB2453 using Fsel digestion and purified for 
rice transformation experiments. 

Production of T-309 Rice Suspensions Stably Transformed 
with DDAB2453 containing the cIL-4 Gene 
[0145] Starting material for rice transformations was T309 
rice suspension cells maintained in liquid AA media (AA 
Custom Mix PhytoTechnology Laboratories L.L.C. catalog 
number CM024), by transferring 8 ml of settled cell volume 
and 28 ml of conditioned media (media recovered from sus- 
pension cultures) into 80 ml of fresh AA cell culture media in 
500 ml flasks every three and a half days. Flasks were main- 
tained on a rotary shaker at 28° C. and 125 rpm. WHIS- 
KERS™ experiments were initiated by transferring 9 ml of 
settled cell volume and 27 ml of conditioned media into 80 ml 
of fresh AA liquid media. Two 500-ml flasks were maintained 
on a rotary shaker at 1 25 rpm and 28° C. for 24 hours prior to 
treatment. 

[0146] On the day of treatment, the cells were given an 
osmotic pre-treatment of 30 minutes by drawing off the con- 
ditioned media and replacing it with 72 ml of AA liquid media 
containing 0.25 M sorbitol and 0.25 M mannitol. Following 
osmotic treatment, the two flasks were pooled into a sterile 
250 ml IEC centrifuge bottle (Fisher Scientific catalog num- 
ber 05-433B). Once the cells had settled, the osmotic media 
was removed leaving approximately 50 ml of settled cells and 
media at the bottom of the bottle. Osmotic media was saved to 
be used during recovery described below. 
[0147] Whiskering was carried out by adding 8100 (al of 
freshly prepared 5% Whiskers Suspension (Silar SC-9, 
Advanced Composite Materials Corp, Greer, S.C.) and 170 



ug of plasmid DNA, pDAS2453 . The bottle was placed in the 
modified paint mixer (Red Devil Equipment Co., Minneapo- 
lis, Minn.) and agitated on high for 10 seconds after which 
cells were returned to a 1 L flask with conditioned media and 
208 ml of fresh AA liquid media was added. Cells were 
allowed to recover for 2 hours on a rotary shaker at 125 rpm 
and 28° C. 

[0148] Following recovery, 1 ml aliquots of cell suspension 
were evenly dispensed on sterile, 55 nimnumber 4 filter paper 
discs (Whatman International Ltd.) resting on a 60x20 mm 
Petri dishes containing semi-solid AA media (AA Custom 
Mix PhytoTechnology Laboratories L.L.C. catalog number 
CM024 plus 2.5 g/L Gelrite, Sigma-Aldrich catalog number 
G 9110) and incubated at 28° C. in the dark for three days. 
After three days, filters with cells were transferred to fresh 
semi-solid D2[-]P media (N6 Salts catalog number CI 4 16 
PhytoTechnology Laboratories, MS/N6 vitamins, 1 g/Ltryp- 
tophan, 30 g/L sucrose, 5 nig/L 2,4 -D, 2.5 g/L Gelrite, Sigma- 
Aldrich catalog number G1910, and 3.0 mg/L Herbiace 
Meiji, Toyoko, Japan) and incubated in the dark at 28° C. for 
2 weeks. Filters were transferred to fresh D2[-]P media every 
2 weeks until isolates appeared, Calli were placed on semi- 
solid AA media containing 5 mg/L Herbiace and sub -cultured 
every 2 weeks. Expression analysis was preformed on 
selected events. 

Production of Transgenic Nicotiana tabacwn Events Trans- 
formed with pDAB2457 containing the cIL-4 Gene 
[0149] Four days prior to transformation, a 1 week old NT- 1 
culture was sub-cultured to fresh medium by adding 2 ml of 
the NT-1 culture or 1 ml of packed cells into 40 ml NT-1 B 
media. The sub-cultured suspension was maintained in the 
dark at 25±1° C. on a shaker at 125 rpm. 



NT-1 B Medium 



Reagent Per liter 



MS salts (10X) 100 ml 

MES 0.5 g 

Thiarnine-HCl (1 mg/ml) 1 ml 

Myo-inositol 100 mg 

K 2 HP0 4 137.4 mg 

2 } 4-D (10 mg/ml) 222 ui 

Sucrose 30 g 
pH to 5.7 ±0.03 



Thiarnine-HCl (1 mg/ml)fl liter) 
Thiamine HC1 (VitBl) - 0.1 g 
2,4-D (10 mg/ml) 

Stock solution purchased from Phytotechnology Laboratories 

[0150] A 50% glycerol stock of Agrobacterium tumefa- 
ciens containing the expression vector of interest was used to 
initiate a liquid culture directly by adding 20-500 \il of the 
bacteria to 30 ml YEP liquid containing 50 mg/L spectino- 
mycin. The bacterial culture was incubated in the dark at 28° 
C. in an incubator shaker at 150-200 rpm, 



YEP Medium 



Reagent Per iiter 



Yeast extract 10 g 

Peptone 10 g 
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-continued 




YEP Medium 




Reagent 




Per liter 


NaCi 




5g 


Sucrose 




10 g 



Four milliliters of the tobacco suspension was transferred into 
each of 10, 100x25 turn Petri plates. For the treated plates, 
100 ul of Agrobacterium suspension at OD 600 ^1.5±0.2 was 
added to each of the 9 plates, keeping one plate as an untreated 
control. The plates were swirled to mix, wrapped in parafilm 
and cultured in the dark at 25+1° C. without shaking. 
[0151] Following the co-cultivation, all liquid was removed 
and the cells were resuspended in 8 ml NTC medium (NT-1 
medium containing 500 nig/L carbenicillin, added after auto- 
claving). One milliliter aliquots of suspension were distrib- 
uted to each of 8 Petri plates (100x25 mm) containing NTC+ 
B10 medium (NTC medium solidified with 8 g/1 TC Agar 
supplemented with 10 mg/1 bialaphos, added after autoclav- 
ing). All selection plates, either wrapped with parafilm or left 
unwrapped, were maintained in the dark at 28° C. Before 
wrapping, liquid was removed from any plates that were 
excessively wet. After 2 to 6 weeks, putative transformants 
appeared as small clusters of callus on a background of dead, 
non-transformed cells. They were selected and transferred to 
fresh NTC+B 1 0. The plates were left unwrapped and cultured 
in the dark at 28+1° C. Portions of each putative transformant 
was collected for analysis. 

Extraction of Callus Samples 

[0152] For western analysis, callus samples are extracted 
directly in SDS-PAGE gel loading buffer. Two hundred 
microliters of 2x Laemmli sample buffer (with DTT as the 
reducing agent) was added to 200 ul of callus tissue. Two steel 
BBs (Daisy 4.5 mm) were added to each tube and the tubes 
were shaken for 2 ininutes in a Klecko tissue disrupter. After 
heating for 5-1 0 minutes at 95° C, the tubes were centrifuged 
in a microfuge for 10 minutes. The samples were loaded on 
gels for western analysis. 

Western Analyses of Transgenic Callus Events 

[0153] Samples for SDS-PAGE were prepared as above for 
whole cell extracts or by adding loading buffer (4x Laernili 
Sample Buffer with DTT) and heating for 5 minutes (90-100° 
C). Gels (InvitrogenNuPAGE 4-12% Bis-Tris Gel) were run 
using MES Running Buffer (Invitrogen catalog number 
NP0002-02). Molecular weight standards (SeeBlue Plus2, 
MagicMarkXP SeeBlue Plus2; catalog numbers LC5925 and 
LC5602, respectively) and appropriate volume of samples 
were loaded. The gels were run at 200V for 30-45 minutes. 
The membranes (0.2 urn nitrocellulose membrane; Invitrogen 
catalog number LC2000) and pads were soaked for 1 0-30 min 
in 10% Methanol Transfer Buffer (NuPAGE Transfer Buffer 
catalog number NP0006). 

[0154] The blot module was assembled according to manu- 
facturer directions and blots were transferred at 30V for 
approximately 1 hour. After transfer, the membranes were 
rinsed with water and blocked for at least 30 minutes at room 
temperature with agitation in block solution (WesternBreeze 
Blocker/Diluent Invitrogen catalog number WB7050). The 



blots were incubated at least 1 hrinprimary antibody in block 
solution. The membrane was washed 3 times for 5 min each in 
wash solution (WesternBreeze Wash Solution catalog num- 
ber WB7003). Treatment with the secondary antibody was 
similar except the incubation was for at least 30 min. The 
membrane was washed 3 times for 5 min each in wash solu- 
tion followed by 2 washes for 2 min each in water prior to 
adding substrate. 

[0155] For IL-4 western blots, the standard was recombi- 
nant canine IL-4 (R&D Systems catalog number 754-CL); 
the primary antibody (diluted to 1 ug/ml) was anti-canine 
IL-4 antibody (R&D Systems catalog number AF 754); the 
secondary antibody was rabbit anti-goat IgG HRP conjugated 
(Sigma catalog number A5420) diluted 1:5000. Western 
immunodetection was done using WesternBreeze Kit (Invit- 
rogen catalog number WB7050) and the Pierce SuperSignal 
West Pico Luminol Enhancer and Stable Peroxide Solution 
mixed in equal parts (Pierce catalog number 34080) for detec- 
tion. The blots were exposed to X-ray film to determine IL-4 
expression in the transgenic calli. 

[0156] For GAD65 western blots, the standard was 
rhGAD65 (Diamyd Diagnostics catalog number 10-65702- 
01); the primary antibody was anti-GAD65 (Sigma catalog 
number Gil 66) diluted 1:2000; the secondary antibody was 
goat anti-mouse IgG AP (KPL catalog number 075-1806) 
diluted 1:1000. The western immunodetection was done 
using WesternBreeze Kit (Invitrogen catalog number 
WB7050) and the NBT/BCIP Phosphatase Substrate (KPL 
catalog number 50-81-08) for detection. The blots were 
exposed to substrate for 5-10 minutes to determine GAD65 
expression in the transgenic calli. 

[0157] Western analysis demonstrated that canine cIL-4 is 
expressed in both rice and tobacco cells (FIGS. 10 and 11). As 
evident from its higher molecular weight relative to the cIL-4 
reference protein, the transgenic cIL-4 appears to be post- 
translationally modified. Canine GAD65 targeted to the cyto- 
plasm is expressed in tobacco cells (FIG. 12). The molecular 
weight of the transgenic protein is similar to or higher than the 
cGAD65 reference. Degradation products are also apparent 
in the western blot. 
Characterization of cIL-4 

[0158] Transgenic cIL-4 was further characterized by 
extraction of the protein from transgenic tobacco calli. Tissue 
was ground in liquid nitrogen and -10 volumes per weight 
(ml/g tissue) of 2xPBST (Sigma P3563), 1 M urea, 10% 
glycerol, 2 mM imidazole, 1 mM PMSF, and 1% protease 
cocktail inhibitor (Sigma P9599) was added. The suspension 
was stirred at 4° C. for 30 min. After clarification by centrifu- 
gation followed by filtration, the solution was loaded on a 
Hi-Trap Nickel column (GE Healthcare 17-5247-01) and 
allowed to recirculate for ~2 hrs at 2.5 inL/min. The column 
was washed with 2xPBST, 40 mM imidazole, pH 8.4 and the 
bound protein was eluted with 20 mM NaHP0 4 , 500 mM 
NaCl and 500 mM imidazole, pH 7.4. The fractions contain- 
ing cIL-4, as determined by western blot analysis, were com- 
bined and loaded on a 100mlSuperose6 16/50 sizing column 
(GE Healthcare 17-0489-01) column. Protein was eluted in 
PBS, pH 7.4 and tested in the in vitro IL-4 activity assay. 
Samples of the fractions were separated by SDS-PAGE and 
the major protein band eluted was analyzed by MALDI-TOF 
to confirm its identity as IL-4 (data not shown). cIL-4 pro- 
duced in transgenic tobacco callus was purified as described 
above. The chromatograph of the Hi-Trap Nickel column is 
shown in FIG. 13, with the fractions retained for further 
purification. SDS-PAGE analysis of the fractions eluted from 
the Superose 6 column identified a major protein band (ar- 
row) that corresponded to cIL-4 as determined by western 
blot and MALDI-TOF analysis. 
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TABLE A 
Sequence ID 1: pDAB2457 
ccggttaggatccggtgagtaatattgtacggctaagagcgaatttggcctgtagacctcaattgcgagctttctaatttc 
aaactattcgggcctaacttttggtgtgatgatgctgactggcaggatatataccgttgtaatttgagctcgtgtgaataa 
gtcgctgtgtatgtttgtttgattgtttctgttggagtgcagcccatttcaccggacaagtcggctagattgatttagccctg 
atgaactgccgaggggaagccatcttgagcgcggaatgggaatggatcgaaccgggagcacaggatgacgcctaac 
aattcattcaagccgacaccgcttcgcggcgcggcttaattcaggagttaaacatcatgagggaagcggtgatcgccga 
agtatcgactcaactatcagaggtagttggcgtcatcgagcgccatctcgaaccgacgttgctggccgtacatttgtacg 
gctccgcagtggatggcggcctgaagccacacagtgatattgatttgctggttacggtgaccgtaaggcttgatgaaac 
aacgcggcgagctttgatcaacgaccttttggaaacttcggcttcccctggagagagcgagattctccgcgctgtagaag 
tcaccattgttgtgcacgacgacatcattccgtggcgttatccagctaagcgcgaactgcaatttggagaatggcagcgc 
aatgacattcttgcaggtatcttcgagccagccacgatcgacattgatctggctatcttgctgacaaaagcaagagaaca 
tagcgttgccttggtaggtccagcggcggaggaactctttgatccggttcctgaacaggatctatttgaggcgctaaatg 
aaaccttaacgctatggaactcgccgcccgactgggctggcgatgagcgaaatgtagtgcttacgttgtcccgcatttgg 
tacagcgcagtaaccggcaaaatcgcgccgaaggatgtcgctgccgactgggcaatggagcgcctgccggcccagta 
tcagcccgtcatacttgaagctaggcaggcttatcttggacaagaagatcgcttggcctcgcgcgcagatcagttggaa 
gaatttgttcactacgtgaaaggcgagatcaccaaggtagtcggcaaataatgtctaacaattcgttcaagccgacgcc 
gcttcgcggcgcggcttaactcaagcgttagagagctggggaagactatgcgcgatctgttgaaggtggttctaagcct 
cgtacttgcgatggcatttcgatcgaaaggggtacaaattcccactaagcgctcgggggctgagaaagcccagtaagg 
aaacaactgtaggttcgagtcgcgagatcccccggaaccaaaggaagtaggttaaacccgctccgatcaggccgagc 
cacgccaggccgagaacattggttcctgtaggcatcgggattggcggatcaaacactaaagctactggaacgagcaga 
agtcctccggccgccagttgccaggcggtaaaggtgagcagaggcacgggaggttgccacttgcgggtcagcacggtt 
ccgaacgccatggaaaccgcccccgccaggcccgctgcgacgccgacaggatctagcgctgcgtttggtgtcaacacc 
aacagcgccacgcccgcagttccgcaaatagcccccaggaccgccatcaatcgtatcgggctacctagcagagcggca 
gagatgaacacgaccatcagcggctgcacagcgcctaccgtcgccgcgaccccgcccggcaggcggtagaccgaaat 
aaacaacaagctccagaatagcgaaatattaagtgcgccgaggatgaagatgcgcatccaccagattcccgttggaat 
ctgtcggacgatcatcacgagcaataaacccgccggcaacgcccgcagcagcataccggcgacccctcggcctcgctg 
ttcgggctccacgaaaacgccggacagatgcgccttgtgagcgtccttggggccgtcctcctgtttgaagaccgacagc 
ccaatgatctcgccgtcgatgtaggcgccgaatgccacggcatctcgcaaccgttcagcgaacgGctccatgggctttttc 
tcctcgtgctcgtaaacggacccgaacatctctggagctttcttcagggccgacaatcggatGtcgcggaaatcctgcac 
gtcggccgctcGaagccgtcgaatctgagccttaatcacaattgtcaattttaatcctctgtttatcggcagttcgtagagc 
gcgccgtgcgcccgagcgatactgagcgaagcaagtgcgtcgagcagtgcccgcttgttcctgaaatgccagtaaagc 
gctggctgctgaacccccagccggaactgaccccacaaggccctagcgtttgcaatgcaccaggtcatcattgacccag 
gcgtgttccaccaggccgctgcctcgcaactcttcgcaggcttcgccgacctgctGgcgGcacttGttcacgcgggtggaa 
tccgatccgcacatgaggcggaaggtttccagcttgagcgggtacggctcccggtgcgagctgaaatagtcgaacatcc 
gtcgggccgtcggcgaGagcttgcggtacttctcccatatgaatttcgtgtagtggtcgccagGaaacagcacgacgatt 
tcctcgtcgatGaggacctggcaacgggacgttttcttgcGacggtccaggacgcggaagcggtgcagcagcgacacc 
gattccaggtgcccaacgcggtcggacgtgaagcccatcgccgtcgcctgtaggcgcgacaggcattcctcggccttcg 
tgtaataccggccattgatcgaccagcccaggtcctggcaaagctcgtagaacgtgaaggtgatcggctcgccgatag 
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TABLE A-continued 

Sequence ID 1: pDAB2457 
gggtgcgcttGgcgtactccaacacctgctgccacaccagttcgtcatcgtcggcccgcagctGgacgccggtgtaggtg 
atcttcacgtccttgttgacgtggaaaatgaccttgttttgcagcgcctcgcgcgggattttcttgttgcgcgtggtgaaca 
gggcagagcgggccgtgtcgtttggcatcgctcgcatcgtgtccggccacggcgcaatatcgaacaaggaaagctgca 
tttccttgatctgctgcttcgtgtgtttcagcaacgcggcctgcttggcctcgctgacctgttttgccaggtcctcgccggcg 
gtttttcgcttcttggtcgtcatagttcctcgcgtgtcgatggtcatcgacttcgccaaacctgccgcctcctgttcgagacg 
acgcgaacgctccacggcggccgatggcgcgggcagggcagggggagccagttgcacgctgtcgcgctcgatcttgg 
ccgtagcttgctggaccatcgagccgacggactggaaggtttcgcggggcgcacgcatgacggtgcggcttgcgatgg 
tttcggcatcctcggcggaaaaccccgcgtcgatcagttcttgcctgtatgccttccggtcaaacgtccgattcattcaccct 
ccttgcgggattgccccgactcacgccggggcaatgtgcccttattcctgatttgacccgcctggtgccttggtgtccagat 
aatccaccttatcggcaatgaagtcggtcccgtagaccgtctggccgtccttctcgtacttggtattccgaatcttgccctgc 
acgaataccagctccgcgaagtcgctcttcttgatggagcgcatggggacgtgcttggcaatcacgcgcaccccccggc 
cgttttagcggctaaaaaagtcatggctctgccctcgggcggaccacgcccatcatgaccttgccaagctcgtcctgcttc 
tcttcgatcttcgccagcagggcgaggatcgtggcatcaccgaaccgcgccgtgcgcgggtcgtcggtgagccagagtt 
tcagcaggccgcccaggcggcccaggtcgccattgatgcgggccagctcgcggacgtgctcatagtccacgacgcccg 
tgattttgtagccctggccgacggccagcaggtaggccgacaggctcatgccggccgccgccgccttttcctcaatcgct 
cttcgttcgtctggaaggcagtacaccttgataggtgggctgcccttcGtggttggcttggtttcatcagccatccgcttgcc 
ctcatctgttacgccggcggtagccggccagcctcgcagagcaggattcccgttgagcaccgccaggtgcgaataagg 
gacagtgaagaaggaacacccgctcgcgggtgggcctacttcacctatcctgcccggctgacgccgttggatacaccaa 
ggaaagtctacacgaaccctttggcaaaatcctgtatatcgtgcgaaaaaggatggatataccgaaaaaatcgctataa 
tgaccccgaagcagggttatgcagcggaaaagatccgtcgaccctttccgacgctcaccgggctggttgccctcgccgc 
tgggctggcggccgtGtatggcGctgcaaacgcgccagaaacgccgtcgaagccgtgtgcgagacaccgcggccgcc 
ggcgttgtggatacctcgcggaaaacttggccctcactgacagatgaggggcggacgttgacacttgaggggccgact 
cacccggcgcggcgttgacagatgaggggcaggctcgatttcggccggcgacgtggagctggccagcctcgcaaatc 
ggcgaaaacgcctgattttacgcgagtttcccacagatgatgtggacaagcctggggataagtgccctgcggtattgac 
acttgaggggcgcgactactgacagatgaggggcgcgatccttgacacttgaggggcagagtgctgacagatgaggg 
gcgcacctattgacatttgaggggctgtccacaggcagaaaatccagcatttgcaagggtttccgcccgtttttcggccac 
cgctaacctgtcttttaacctgcttttaaaccaatatttataaacGttgtttttaaccagggctgcgccctgtgcgcgtgaccg 
cgcacgccgaaggggggtgcccccccttctcgaaccctcccggcccgctaacgcgggcctcccatccccccaggggctg 
cgcccctcggccgcgaacggcctcaccccaaaaatggcagccaagcttgcttggtcgttccggtacgtaccgtgaacgt 
cggctcgattgtaGctgcgttcaaatactttgcgatcgtgttgcgcgcGtgGccggtgcgtcggGtgatctcacggatcga 
ctgcttctctGgcaacgccatccgacggatgatgtttaaaagtcGcatgtggatcactcGgttgccccgtcgctcaccgtgt 
t 9gg9g9^^99 t gcacatggctcagttctcaatggaaattatctgcctaaccggctcagttctgcgtagaaaccaacatg 
caagctccaccgggtgcaaagcggcagcggcggcaggatatattcaattgtaaatggcttcatgtccgggaaatctaca 
tggatcagcaatgagtatgatggtcaatatggagaaaaagaaagagtaattaccaattttttttcaattcaaaaatgtag 
atgtccgcagcgttattataaaatgaaagtacattttgataaaacgacaaattacgatccgtcgtatttataggcgaaagc 
aataaacaaattattctaattcggaaatctttatttcgacgtgtctacattcacgtccaaatgggggccagatcagaattcc 
tcgagtttaaacggatcctaaccggtgactagaaacccggccgctatgtattacaccataafcatcgGaGtcagtctttGatc 



US 2008/0253991 Al 



15 



Oct. 16, 2008 



TABLE A-continued 

Sequence ID 1: pDAB2457 
tacggcaatgtaccagctgatataatcagttattgaaatatttctgaatttaaacttgcatcaataaatttatgtttttgcttg 
gactataatacctgacttgttattttatcaataaatatttaaactatatttctttcaagatatcattctttacaagtatacgtgtt 
taaattgaataccataaatttttatttttcaaatacatgtaaaattatgaaatgggagtggtggcgaccgcaagcacactt 
caattcctataacggaccaaatcgcaaaaattataataacatattatttcatcctggattaaaagaaagtcaccggggatt 
attttgtgacgccgattacatacggcgacaataaagacattggaaatcgtagtacatattggaatacactgattatattag 
tgatgaatacatactttaatatccttacgtaggatcaacatatcttgttacaatcggacacttttgcttcatGccgctaacac 
ctctgcaccttagaccaagcgcttccacaaggaactgagagccatagcccacctGaccttgggttcctttggccgcctgtG 
tttctgaaagagagccttgcccaccgcaactatttcaacacagataggatcaacccgggatggcgctaagaagctattg 
ccgccgatctgggcgcctatctagtcaagggcgaattccagcacactggcggccgttactagtggatccgagctctaag 
ctcataagctcataagctcaagctcagggtacctcagatctgggtaactggcctaactggccttggaggagctggcaact 
caaaatccctttgccaaaaaccaacatcatgccatccaccatgcttgtatccagctgcgcgcaatgtaccccgggctgtgt 
atcccaaagcctcatgcaacctaacagatggatcgtttggaaggcctataacagcaaccacagacttaaaaccttgcgc 
ctccatagacttaagcaaatgtgtgtacaatgtggatcctaggcccaacctttgatgcctatgtgacacgtaaacagtact 
ctcaactgtccaatcgtaagcgttcctagccttccagggcccagcgtaagcaataccagccacaacaccctcaacctcag 
caaccaaccaagggtatctatcttgcaacctctctagatcatcaatccactcttgtggtgtttgtggctctgtcctaaagttc 
actgtagacgtctcaatgtaatggttaacgatatcacaaaccgcggccatatcagctgctgtagctggcctaatctcaact 
ggtctcctctccggagaagccatggttggatccttacctgttaatcagaaaaactcagattaatcgacaaattcgatcgca 
caaactagaaactaacaccagatctagatagaaatcacaaatcgaagagtaattattcgacaaaactcaaattatttga 
acaaatcggatgatatttatgaaaccctaatcgagaattaagatgatatctaacgatcaaacccagaaaatcgtcttcga 
tctaagattaacagaatctaaaccaaagaacatatacgaaattgggatcgaacgaaaacaaaatcgaagattttgaga 
gaataaggaacacagaaatttaccttgatcacggtagagagaattgagagaaagtttttaagattttgagaaattgaaa 
tctgaattgtgaagaagaagctttgggtattgttttatagaagaagaagaagaaaagacgaggacgactaggtcacga 
gaaagctaaggcggtgaagcaatagctaataataaaatgacacgtgtattgagcgttgtttacacgcaaagttgtttttg 
gctaattgccttatttttaggttgaggaaaagtatttgtgctttgagttgataaacacgactcgtgtgtgccggctgcaacc 
actttgacgccgtttattactgactcgtcgacaaccacaatttctaacggtcgtcataagatccagccgttgagatttaacg 
atcgttacgatttatatttttttagcattatcgttttattttttaaatatacggtggagctgaaaattggcaataattgaaccgt 
gggtcccactgcattgaagcgtatttcgtattttctagaattcttcgtgctttatttcttttcctttttgtttttttttgccatttatct 
aatgcaagtgggcttataaaatcagtgaatttcttggaaaagtaacttctttatcgtataacatattgtgaaattatccattt 
cttttaattttttagtgttattggatatttttgtatgattattgatttgcataggataatgacttttgtatcaagttggtgaacaa 
gtctcgttaaaaaaggcaagtggtttggtgactcgatttattcttgttatttaattcatatatcaatggatcttatttggggcc 
tggtccatatttaacactcgtgttcagtGcaatgaccaataatattttttcattaataacaatgtaacaagaatgatacaca 
aaacattctttgaataagttcgctatgaagaagggaacttatccggtcctagatcatcagttcatacaaacctccatagag 
ttcaacatcttaaacaagaatatcctgatccgttgacctgcaggcggggtttaaacatttaaatttaattaagcggccgcg 
gccggccgagcataatttttattaatgtactaaattactgttttgttaaatgcaattttgctttctcgggattttaatatcaaaa 
tctatttagaaatacacaatattttgttgcaggcttgctggagaatcgatctgctatcataaaaattacaaaaaaattttatt 
tgcctGaattattttaggattggtattaaggacgcttaaattatttgtcgggtGaGtacgGatcattgtgattgagaagatca 
gcgatacgaaatattcgtagtactatcgcgataatttatttgaaaattcatatgaaaagcaaacgttacatgaattgatga 
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TABLE A-continued 

Sequence ID 1: pDAB2457 
aacaatacaaagacagataaagccacgcacatttaggatattggccgagattactgaatattgagtaagatcacggaa 
tttctgacaggagcatgtcttcaattcagcccaaatggcagttgaaatactcaaaccgccccatatgcaggagcggatca 
ttcattgtttgtttggttgcctttgccaacatgggagtccaaggtttggtgaccgcatgcgagctcaagggcgaatttcgag 
cttaagactttactaaaacttcaaaagaaaaacaatataaaaacgataatccaaatgcattattgatctatataacatcaa 
gacaaaaatacatatgtgactcttattcaggtcttaggtttattacagcaaagatcatgacttgatcacttcaaacaaagt 
acgtaactataaaaacgagtcaaatagattgtcttacactaacgtgtcgatagaataatttgaccaaaaggtgatcttatt 
acagaaatagccactgagctctaggtgattaagctaactactcaaagttcatccttctcagaatggtgatggtgatgatgt 
ctgtaatacttcttctgcattatcactttcagcctttccagaaagtctttcaatgtagatttcttgatttcattcatgctacaggt 
tttgtttgccattgagctgagatttcgataaagacccctcaagtatctattggagcagttgtgggtgtagatttgtctgagg 
acagtggcagcacggcagaaaatctctttgtctgaagtgttcttaggagcagtgaaaacatccttcacagtcagctccat 
gcaactatcattccttgctgtcaaaatgttcaacattttgattatctccttaatggtgatattgaagttgtgtccatgaacaaa 
tgtggaggtgagggcaaggagacagacaagagtcggaatcagttgtgatgtgaggcccatgggttgttggaaattt^ 
ttaacaagttgggttgttggataagatctacaaacttacaaatttctctgaagttgtatcctcagtacttcaaagaaaatag 
cttacaccaaattttttcttgttttcacaaatgccgaacttggttccttatataggaaaactcaagggcaaaaatgacacgg 
aaaaatataaaaggataagtagtgggggataagattcctttgtgataaggttactttccgcccttacattttccaccttaca 
tgtgtcctctatgtctctttcacaatcaccgaccttatcttcttcttttcattgttgtcgtcagtgcttacgtcttcaagattctttt 
cttcgcctggttcttctttttcaatttctacgtattcttcttcgtattctggcagtataggatcttgtatctgtacattcttcattttt 
gaacataggttgcatatgtgccgcatattgatctgcttcttgctgagcttacataatacttccatagtttttcccgtaaacatt 
ggattcttgatgctacatcttggataattaccttctgggtttaaacaagctttgcggccgcttgcccgggcatggcgcgcct 
taattaagcggtggccactattttcagaagaagttcGcaatagtagtccaaaatttttgtaacgaagggagcataatagtt 
acatgcaaaggaaaactgccattctttagaggggatgcttgtttaagaacaaaaaatatatcactttcttttgttccaagtc 
attgcgtatttttttaaaaatatttgttccttcgtatatttcgagcttcaatcactttatggttcattgtattctggctttgctgta 
aatcgtagctaaccttcttcctagcagaaattattaatacttgggatatttttttagaatcaagtaaattacatattaccacc 
acatcgagctgcttttaaattcatattacagccatataggcttgattcattttgcaaaatttccaggatattgacaacgttaa 
cttaataatatcttgaaatattaaagctattatgattaggggtgcaaatggaccgagttggttcggtttatatcaaaatcaa 
accaaaccaactatatcggtttggattggttcggttttgccgggttttcagcattttctggttttttttttgttagatgaatatta 
ttttaatcttactttgtcaaatttttgataagtaaatatatgtgttagtaaaaattaattttttttacaaacatatgatctattaa 
aatattcttataggagaattttcttaataacacatgatatttatttattttagtcgtttgactaatttttcgttgatgtacactttc 
aaagttaaccaaatttagtaattaagtataaaaatcaatatgatacctaaataatgatatgttctatttaattttaaattatc 
gaaatttcacttcaaattcgaaaaagatatataagaattttgataggttttgacatatgaatatggaagaacaaagagat 
tgacgcattttagtaacacttgataagaaagtgatcgtacaaccaattatttaaagttaataaaaatggagcacttcatat 
ttaacgaaatattacatgccagaagagtcgcaaatatttctagatattttttaaagaaaattctataaaaagtcttaaagg 
catatatataaaaactatatatttatattttggtttggttcgaatttgttttactcaataccaaactaaattagaccaaatata 
attgagatttttaatcgcggcccatgatcaca 
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TABLE B 

Sequence ID 2: canine IL-4 optimized for plant 
expression with an ER retention signal and a 6 
histidine tag 

atgggcctcacatcacaactgattccgactcttgtctgtctccttgccctcacctccacatttgttcatggacacaacttcaat 

atcaccattaaggagataatcaaaatgttgaacattttgacagcaaggaatgatagttgcatggagctgactgtgaagg 

atgttttcactgctcctaagaacacttcagacaaagagattttctgccgtgctgccactgtcctcagacaaatctacaccca 

caactgctccaatagatacttgaggggtctttatcgaaatctcagctcaatggcaaacaaaacctgtagcatgaatgaaa 

tcaagaaatctacattgaaagactttctggaaaggctgaaagtgataatgcagaagaagtattacagacatcatcacca 

tcaccattctgagaaggatgaactt 



TABLE C 
Sequence ID 3: pDAB3748 
aatagcgaaatattaagtgcgccgaggatgaagatgcgcatccaccagattcccgttggaatctgtcggacgatcatca 
cgagcaataaacccgccggcaacgcccgcagcagcataccggcgacccctcggcctcgctgttcgggctccacgaaaa 
cgccggacagatgcgccttgtgagcgtccttggggccgtcctcctgtttgaagaccgacagcccaatgatctcgccgtcg 
atgtaggcgccgaatgccacggcatctcgcaaccgttcagcgaacgcctccatgggctttttctcctcgtgctcgtaaacg 
gacccgaacatctctggagctttcttcagggccgacaatcggatctcgcggaaatcctgcacgtcggccgctccaagccg 
tcgaatctgagccttaatcacaattgtcaattttaatcctctgtttatcggcagttcgtagagcgcgccgtgcgcccgagcg 
atactgagcgaagcaagtgcgtcgagcagtgcccgcttgttcctgaaatgccagtaaagcgctggctgctgaaccccca 
gccggaactgaccccacaaggccctagcgtttgcaatgcaccaggtcatcattgacccaggcgtgttccaccaggccgc 
tgcctcgcaactcttcgcaggcttcgccgacctgctcgcgccacttcttcacgcgggtggaatccgatccgcacatgaggc 
ggaaggtttccagcttgagcgggtacggctcccggtgcgagctgaaatagtcgaacatccgtcgggccgtcggcgaca 
gcttgcggtacttctcccatatgaatttcgtgtagtggtcgccagcaaacagcacgacgatttcctcgtcgatcaggacct 
ggcaacgggacgttttcttgccacggtccaggacgcggaagcggtgcagcagcgacaccgattccaggtgcccaacgc 
ggtcggacgtgaagcccatcgccgtcgcctgtaggcgcgacaggcattcctcggccttcgtgtaataccggccattgatc 
gaccagcccaggtcctggcaaagctcgtagaacgtgaaggtgatcggctcgccgataggggtgcgcttcgcgtactcc 
aacacctgctgccacaccagttcgtcatcgtcggcccgcagctcgacgccggtgtaggtgatcttcacgtccttgttgacg 
tggaaaatgaccttgttttgcagcgcctcgcgcgggattttcttgttgcgcgtggtgaacagggcagagcgggccgtgtc 
gtttggcatcgctcgcatcgtgtccggccacggcgcaatatcgaacaaggaaagctgcatttccttgatctgctgcttcgt 
gtgtttcagcaacgcggcctgcttggcctcgctgacctgttttgccaggtcctcgccggcggtttttcgcttcttggtcgtcat 
agttcctcgcgtgtcgatggtcatcgacttcgccaaacctgccgcctcctgttcgagacgacgcgaacgctccacggcgg 
ccgatggcgcgggcagggcagggggagccagttgcacgctgtcgcgctcgatcttggccgtagcttgctggaccatcg 
agccgacggactggaaggtttcgcggggcgcacgcatgacggtgcggcttgcgatggtttcggcatcctcggcggaaa 
accccgcgtcgatcagttcttgcctgtatgccttccggtcaaacgtccgattcattcaccctccttgcgggattgccccgact 
cacgccggggcaatgtgcccttattcctgatttgacccgcctggtgccttggtgtccagataatccaccttatcggcaatga 
agtcggtcccgtagaccgtctggccgtccttctcgtacttggtattccgaatcttgccctgcacgaataccagctccgcgaa 
gtcgctcttcttgatggagcgcatggggacgtgcttggcaatcacgcgcaccccccggccgttttagcggctaaaaaagt 
catggctctgccctcgggcggaccacgcccatcatgaccttgccaagctcgtcctgcttctcttcgatcttcgccagcagg 
gcgaggatcgtggcatcaccgaaccgcgccgtgcgcgggtcgtcggtgagccagagtttcagcaggccgcccaggcg 
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TABLE C-continued 

Sequence ID 3: pDAB3 748 

gcccaggtcgccattgatgcgggccagctcgcggacgtgctcatagtccacgacgcccgtgattttgtagccctggccga 

cggccagcaggtaggccgacaggctcatgccggccgccgccgccttttcctcaatcgctcttcgttcgtctggaaggcag 

tacaccttgataggtgggctgcccttcctggttggcttggtttcatcagccatccgcttgccctcatGtgttacgccggcggt 

agccggccagcctcgcagagcaggattcccgttgagcaccgccaggtgcgaataagggacagtgaagaaggaacac 

ccgctcgcgggtgggcctacttcacctatcctgcccggctgacgccgttggatacaccaaggaaagtctacacgaaccct 

ttggcaaaatcctgtatatcgtgcgaaaaaggatggatataccgaaaaaatcgctataatgaccccgaagcagggttat 

gcagcggaaaagatccgtcgaccctttccgacgctcaccgggctggttgccctcgccgctgggctggcggccgtctatg 

gccctgcaaacgcgccagaaacgccgtcgaagccgtgtgcgagacaccgcggccgccggcgttgtggatacctcgcg 

gaaaacttggccctcactgacagatgaggggcggacgttgacacttgaggggccgactcacccggcgcggcgttgac 

agatgaggggcaggctcgatttcggccggcgacgtggagctggccagcctcgcaaatcggcgaaaacgcctgatttta 

cgcgagtttcccacagatgatgtggacaagcctggggataagtgccctgcggtattgacacttgaggggcgcgactact 

gacagatgaggggcgcgatccttgacacttgaggggcagagtgctgacagatgaggggcgcacctattgacatttga 

ggggctgtccacaggcagaaaatccagcatttgcaagggtttccgcccgtttttcggccaccgctaacctgtcttttaacct 

gcttttaaaccaatatttataaaccttgtttttaaccagggctgcgccctgtgcgcgtgaccgcgcacgccgaaggggggt 

gcccccccttctcgaaccctcccggcccgctaacgcgggcctcccatccccccaggggctgcgcccctcggccgcgaac 

ggcctcaccccaaaaatggcagccaagcttgcttggtcgttccggtacgtaccgtgaacgtcggctcgattgtacctgcg 

ttcaaatactttgcgatcgtgttgcgcgcctgcccggtgcgtcggctgatctcacggatcgactgcttctctcgcaacgcca 

tccgacggatgatgtttaaaagtcccatgtggatcactccgttgccccgtcgctcaccgtgttggggggaaggtgcacat 

ggctcagttctcaatggaaattatctgcctaaccggctcagttctgcgtagaaaccaacatgcaagctccaccgggtgca 

aagcggcagcggcggcaggatatattcaattgtaaatggcttcatgtccgggaaatctacatggatcagcaatgagtat 

gatggtcaatatggagaaaaagaaagagtaattaccaattttttttcaattcaaaaatgtagatgtccgcagcgttattat 

aaaatgaaagtacattttgataaaacgacaaattacgatccgtcgtatttataggcgaaagcaataaacaaattattcta 

attcggaaatctttatttcgacgtgtctacattcacgtccaaatgggggccagatcagaattcctcgacacgcgtgggccg 

gccggcaggatatattcaattgtaaatcgagctgttggctggctggggcaggatatattcaattgtaaatcaaatt9acg 

cttagacaacttaataacacattgcggacgtttttaatgtactgaagtcacatccgtttgatacttgtctaaaattggctgat 

ttcgagtgcatctatgcataaaaacaatctaatgacaattattaccaagcatcaatgagatgatgtgtgtgtctatgtgcat 

gcgctagcctcgagtttaaacggatcctaaccggtgactagaaacccggccgctatgtattaGaccataatatcgcac- tc 

agtctttcatctacggcaatgtaccagctgatataatcagttattgaaatatttctgaatttaaacttgcatcaataaatttat 

gtttttgcttggactataatacctgacttgttattttatcaataaatatttaaactatatttctttcaagatatcattctttacaa 

gtatacgtgtttaaattgaataccataaatttttatttttcaaatacatgtaaaattatgaaatgggagtggtggcgaccgc 

aagcacacttcaattcctataacggaccaaatcgcaaaaattataataacatattatttcatcctggattaaaagaaagtc 

accggggattattttgtgacgccgattacatacggcgacaataaagacattggaaatcgtagtacatattggaatacact 

gattatattagtgatgaatacatactttaatatccttacgtaggatcaacatatcttgttacaatcggacacttttgcttcatc 

ccgctaacacctctgcaccttagaccaagcgcttccacaaggaactgagagccatagcccacctcaccttgggttcctttg 

gccgcctgtctttctgaaagagagccttgccGaGcgcaactatttcaaGaGagataggatcaacccgggatggcgctaa 

gaagctattgccgccgatctgggcgcctatctagtcaagggcgaattccagcacactggcggccgttactagtggatcc 

gagctctaagctcataagctcataagctcaagctcagggtacctcagatctgggtaactggcctaactggccttggagg 
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TABLE C- continued 

Sequence ID 3: pDAB3748 

agctggcaactcaaaatccctttgccaaaaaccaacatcatgccatccaccatgcttgtatccagctgcgcgcaatgtacc 

ccgggctgtgtatcccaaagcctcatgcaacctaacagatggatcgtttggaaggcctataacagcaaccacagactta 

aaaccttgcgcctccatagacttaagcaaatgtgtgtacaatgtggatcctaggcccaacctttgatgcctatgtgacacg 

taaacagtactctcaactgtccaatcgtaagcgttcctagccttccagggcccagcgtaagcaataccagccacaacacc 

ctcaacctcagcaaccaaccaagggtatctatcttgcaacctctctagatcatcaatccactcttgtggtgtttgtggctctg 

tcctaaagttcactgtagacgtctcaatgtaatggttaacgatatcacaaaccgcggccatatcagctgctgtagctggcc 

taatctcaactggtctcctctccggagaagccatggttggatccttacGtgttaatcagaaaaactcagattaatcgacaa 

attcgatcgcacaaactagaaactaacaccagatctagatagaaatcacaaatcgaagagtaattattcgacaaaactc 

aaattatttgaacaaatcggatgatatttatgaaaccctaatcgagaattaagatgatatctaacgatcaaacccagaaa 

atcgtcttcgatctaagattaacagaatctaaaccaaagaacatatacgaaattgggatcgaacgaaaacaaaatcga 

agattttgagagaataaggaacacagaaatttaccttgatcacggtagagagaattgagagaaagtttttaagattttg 

agaaattgaaatctgaattgtgaagaagaagctttgggtattgttttatagaagaagaagaagaaaagacgaggacg 

actaggtcacgagaaagctaaggcggtgaagcaatagctaataataaaatgacacgtgtattgagcgttgtttacacgc 

aaagttgtttttggctaattgccttatttttaggttgaggaaaagtatttgtgctttgagttgataaacacgactcgtgtgtgc 

cggctgcaaccactttgacgccgtttattactgactcgtcgacaaccacaatttctaacggtcgtcataagatccagccgtt 

gagatttaacgatcgttacgatttatatttttttagcattatcgttttattttttaaatatacggtggagctgaaaattggcaat 

aattgaaccgtgggtcccactgcattgaagcgtatttcgtattttctagaattcttcgtgctttatttcttttcctttttgtttttttt 

tgccatttatctaatgcaagtgggcttataaaatcagtgaatttcttggaaaagtaacttctttatcgtataacatattgtga 

aattatccatttcttttaattttttagtgttattggatatttttgtatgattattgatttgcataggataatgacttttgtatcaagt 

tggtgaacaagtctcgttaaaaaaggcaagtggtttggtgactcgatttattcttgttatttaattcatatatcaatggatct 

tatttggggcctggtccatatttaacactcgtgttcagtccaatgacGaataatattttttcattaataacaatgtaacaaga 

atgatacacaaaacattctttgaataagttcgctatgaagaagggaacttatccggtcctagatcatcagttcatacaaac 

ctccatagagttcaacatcttaaacaagaatatcctgatccgttgacctgcaggcggggtttaaacatttaaatttaattaa 

gcggccgcaaccactttgtacaagaaagctgggtcggcgcgcccacccttgcggccgcaaccttggactGccatgttgg 

caaaggcaaccaaacaaacaatgaatgatccgctcctgcatatggggcggtttgagtatttcaactgccatttgggctga 

attgaagacatgctcctgtcagaaattccgtgatctfcactcaatattcagtaatctcggccaatatcctaaatgtgcgtggc 

tttatctgtctttgtattgtttcatcaattcatgtaacgtttgcttttcttatgaattttcaaataaattatcgatagtactacgaa 

tatttcgtatcgctgatcttctcaatcacaatgatgcgtagtgacccgacaaataatttaagcgtccttaataccaatcctaa 

aataattgaggcaaataaaatttttttgtaatttttatgatagcagatcgattctccagcaagcctgcaacaaaatattgtg 

tatttctaaatagattttgatattaaaatcccgagaaagcaaaattgcatttaacaaaacagtaatttagtacattaataaa 

aattatgctggtgaccgagctctaggtgattaagctaactactcaaagatcttgtccaagtctttcaatctcttcaatgaga 

aagtcaatgtcttgatgagttgcagcaggattggagatgaccattcgaaagaagttcaccttgtctcccagtggctggta 

gctgaccattgtggtcccatactccatcatccttgccttgatcactggtgccacctttgagagtctgttcatcctctcttcgttg 

tcttccagaaccGtcaatgacggaggaacataccagaagcagacattggtgtgttgtggcttcGcatcaaacaccatctc 

gtagccttctcgattcttgataatgctgtacaggtactctgcaagctccaaacacttgtctatgtgagcctcaaacccagtg 

gtccctttggctctccacatgagccagagcttgaagacatcaacatgtcgtccacactgcaaggctttgtctccagtgtcat 

aggacagatcatagtgtttgtcttgctgaaagaggtaggaggcatgcatctgattgcatgaGtgcatcaatccctcttcac 
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TABLE C-continued 

Sequence ID 3: pDAB3748 

gcacaagaagagcagaacattgaagaggaacacccatcatcttgtgtggattccatgtgacagagttggcacgttcaa 

caccactcagcttccacttgtgtttccttgacatgagcaaccctccaccccaggcagcatccacatgcatccagatcttgta 

cttcttgcagatatcagcaacagccaagagaggatcaaaggcaccgtacacagttgtgccagcagtggGtgacaccaa 

gaagggaacaaagcctttctgtttggcttcaaggattcgacgttcaagatcagagggaaccatGttgcctctGtcatcaca 

cttgatgagtatcacactgtctgtgcctatgcccagtgctgcagctcctttcttgaggctgaaatgactgtgttctgatgtga 

atgcaatgagcctcggaacagctgccatgcctttctctttgacttctggaaacatcttgaatctggcaatgagcatggcat 

acatgttggagatggctccaccaggagagaagatcccatctccagagccaccaggccagccaatgatctccctcatcttc 

ttgagtgtcacatactccagcagaacaaagacaggagctatctcataggtgaacatgtttgtgttggcagtggatgtcaa 

ccaatcagctgcaagaccaaccatgtccaacccagtggacaactgattgaagtaacgaggatgaccagtcttgatagc 

atacttgagagttgtttggcaatgcatcagtatctcttcaagattctgaggttgatctgccaactcccagttgtactcttgga 

gaagctcattcggatagtgaaagtcaatcactttggtagatctgtcaaatgacttcacaacatactgcaagagaatgtcc 

atgacatcttgaaggaatgccagagtcggacgttctccatcgcaggctggcaacagatcagtggcatgcaggaatgcg 

tagttgacttcagctttgggacaactgcagggtttctgattgcaggcacaggcagctttcctactggtagctctgggtggtt 

cacttccaccagattctgctggtttctcagcatctccatacaagagagcacaaagtttgttcccaatgccaccagtgaactt 

ctgtgcaacttggcaccatgctGgtgcagttgatggattctcagggtccccagatccgtcctcggagccaaaggaccaga 

aaccgcttccgggtgatgccatggagatctacaaacttacaaatttctctgaagttgtatcctcagtacttcaaagaaaat 

agcttacaccaaattttttcttgttttcacaaatgccgaacttggttccttatataggaaaactcaagggcaaaaatgacac 

ggaaaaatataaaaggataagtagtgggggataagattcctttgtgataaggttactttccgcccttacattttccacctt 

acatgtgtcctctatgtctctttcacaatcaccgaccttatcttcttcttttcattgttgtcgtcagtgcttacgtcttcaagattc 

ttttcttcgcctggttcttctttttcaatttctacgtattcttcttcgtattctggcagtataggatcttgtatctgtacattcttcat 

ttttgaacataggttgcatatgtgccgcatattgatctgcttcttgctgagcttacataatacttccatagtttttcccgtaaac 

attggattcttgatgctacatcttggataattaccttctgggtttagcggccgcggtgaagggggcggccgcggagcctg 

cttttttgtacaaacttgtgcggccgcttgcccgggcatggcgcgccttaattaagcggtggccactattttcagaagaagt 

tcccaatagtagtccaaaatttttgtaacgaagggagcataatagttacatgcaaaggaaaactgccattctttagaggg 

gatgcttgtttaagaacaaaaaatatatcactttcttttgttccaagtcattgcgtatttttttaaaaatatttgttccttcgtat 

atttcgagcttcaatcactttatggttcattgtattctggctttgctgtaaatcgtagctaaccttcttcctagcagaaattatt 

aatacttgggatatttttttagaatcaagtaaattacatattaccaccacatcgagctgcttttaaattcatattacagccat 

ataggcttgattcattttgcaaaatttccaggatattgacaacgttaacttaataatatcttgaaatattaaagctattatga 

ttaggggtgcaaatggaccgagttggttcggtttatatcaaaatcaaaccaaaccaactatatcggtttggattggttcgg 

ttttgccgggttttcagcattttctggttttttttttgttagatgaatattattttaatcttactttgtcaaatttttgataagtaaat 

atatgtgttagtaaaaattaattttttttacaaacatatgatctattaaaatattcttataggagaattttcttaataacacat 

gatatttatttattttagtcgtttgactaatttttcgttgatgtacactttcaaagttaaccaaatttagtaattaagtataaaa 

atcaatatgatacctaaataatgatatgttctatttaattttaaattatcgaaatttcacttcaaattcgaaaaagatatata 

agaattttgataggttttgacatatgaatatggaagaacaaagagattgacgcattttagtaacacttgataagaaagtg 

atcgtacaaccaattatttaaagttaataaaaatggagcacttcatatttaacgaaatattacatgccagaagagtcgca 

aatatttctagatattttttaaagaaaattctataaaaagtcttaaaggcatatatataaaaactatatatttatattttggttt 

ggttcgaatttgttttactcaataccaaactaaattagaccaaatataattgagatttttaatcgcggcccatgatcacacc 
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Sequence ID 3: pDAB3748 

ggttaggatccggtgagtaatattgtacggctaagagcgaatttggcctgtagacctcaattgcgagctttctaatttcaa 

actattcgggcctaacttttggtgtgatgatgctgactggcaggatatataccgttgtaatttgagctcgtgtgaataagtc 

gctgtgtatgtttgtttgattgtttctgttggagtgcagcccatttcaccggacaagtcggctagattgatttagccctgatg 

aactgccgaggggaagccatcttgagcgcggaatgggaatggatcgaaccgggagcacaggatgacgcctaacaat 

tcattcaagccgacaccgcttcgcggcgcggcttaattcaggagttaaacatcatgagggaagcggtgatcgccgaagt 

atcgactcaactatcagaggtagttggcgtcatcgagcgccatctcgaaccgacgttgctggccgtacatttgtacggctc 

cgcagtggatggcggcctgaagccacacagtgatattgatttgctggttacggtgaccgtaaggcttgatgaaacaacg 

cggcgagctttgatcaacgaccttttggaaacttcggcttcccctggagagagcgagattctccgcgctgtagaagtcac 

cattgttgtgcacgacgacatcattccgtggcgttatccagctaagcgcgaactgcaatttggagaatggcagcgcaatg 

acattcttgcaggtatcttcgagccagccacgatcgacattgatctggctatcttgctgacaaaagcaagagaacatagc 

gttgccttggtaggtccagcggcggaggaactctttgatccggttcctgaacaggatctatttgaggcgctaaatgaaac 

cttaacgctatggaactcgccgcccgactgggctggcgatgagcgaaatgtagtgcttacgttgtcccgcatttggtaca 

gcgcagtaaccggcaaaatcgcgccgaaggatgtcgctgccgactgggcaatggagcgcctgccggcccagtatcag 

cccgtcatacttgaagctaggcaggcttatcttggacaagaagafccgcttggcctcgcgcgcagatcagttggaagaatt 

tgttcactacgtgaaaggcgagatcaccaaggtagtcggcaaataatgtctaacaattcgttcaagccgacgccgcttcg 

cggcgcggcttaactcaagcgttagagagctggggaagactatgcgcgatctgttgaaggtggttctaagcctcgtactt 

gcgatggcatttcgatcgaaaggggtacaaattcccactaagcgctcgggggctgagaaagcccagtaaggaaacaa 

ctgtaggttcgagtcgcgagatcccccggaaccaaaggaagtaggttaaacccgctccgatcaggccgagccacgcca 

ggccgagaacattggttcctgtaggcatcgggattggcggatcaaacactaaagctactggaacgagcagaagtcctc 

cggccgccagttgccaggcggtaaaggtgagcagaggcacgggaggttgccacttgcgggtcagcacggttccgaac 

gccatggaaaccgcccccgccaggcccgctgcgacgccgacaggatctagcgctgcgtttggtgtcaacaccaacagc 

gccacgcccgcagttccgcaaatagcccccaggaccgccatcaatcgtatcgggctacctagcagagcggcagagatg 

aacacgaccatcagcggctgcacagcgcctaccgtcgccgcgaccccgcccggcaggcggtagaccgaaataaacaa 

caagctcca 



TABLE D 
Sequence ID 4: native canine GAD65 
atggcatcacccggaagcggtttctggtcctttggctccgaggacggatctggggaccctgagaatccatcaactgcac 
gagcatggtgccaagttgcacagaagttcactggtggcattgggaacaaactttgtgctctcttgtatggagatgctgag 
aaaccagcagaatctggtggaagtgaaccacccagagctaccagtaggaaagctgcctgtgcctgcaatcagaaacc 
ctgcagttgtcccaaagctgaagtcaactacgcattcctgcatgccactgatctgttgccagcctgcgatggagaacgtcc 
gactctggcattccttcaagatgtcatggacattctcttgcagtatgttgtgaagtcatttgacagatctaccaaagtgattg 
actttcactatccgaatgagcttctccaagagtacaactgggagttggcagatcaacctcagaatcttgaagagatactg 
atgcattgccaaacaactctcaagtatgctatcaagactggtcatcctcgttacttcaatcagttgtccactgggttggaca 
tggttggtcttgcagctgattggttgacatccactgccaacacaaacatgttcacctatgagatagctcctgtctttgttctg 
ctggagtatgtgacactcaagaagatgagggagatcattggctggcctggtggctctggagatgggatcttctctcctgg 
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Sequence ID 4: native canine GAD65 
tggagccatctccaacatgtatgccatgctcattgccagattcaagatgtttccagaagtcaaagagaaaggcatggca 
gctgttccgaggctcattgcattcacatcagaacacagtcatttcagcctcaagaaaggagctgcagcactgggcatag 
gcacagacagtgtgatactcatcaagtgtgatgagagaggcaagatggttccctctgatcttgaacgtcgaatccttgaa 
gccaaacagaaaggctttgttcccttcttggtgtcagccactgctggcacaactgtgtacggtgcctttgatcctctcttgg 
ctgttgctgatatctgcaagaagtacaagatctggatgcatgtggatgctgcctggggtggagggttgctcatgtcaagg 
aaacacaagtggaagctgagtggtgttgaacgtgccaactctgtcacatggaatccacacaagatgatgggtgttcctc 
ttcaatgttctgctcttcttgtgcgtgaagagggattgatgcagtcatgcaatcagatgcatgcctcctacctctttcagcaa 
gacaaacactatgatctgtcctatgacactggagacaaagccttgcagtgtggacgacatgttgatgtcttcaagctctg 
gctcatgtggagagccaaagggaccactgggtttgaggctcacatagacaagtgtttggagcttgcagagtacctgtac 
agcattatcaagaatcgagaaggctacgagatggtgtttgatgggaagccacaacacaccaatgtctgcttctggtatgt 
tcctccgtcattgagggttctggaagacaacgaagagaggatgaacagactctcaaaggtggcaccagtgatcaaggc 
aaggatgatggagtatgggaccacaatggtcagctaccagccactgggagacaaggtgaacttctttcgaatggtcatc 
tccaatcctgctgcaactcatcaagacattgactttctcattgaagagattgaaagacttggacaagatctt 



TABLE E 

Sequence ID 5: canine GAD65 optimized for plant 
expression 

atggcatcacccggaagcggtttctggtcctttggctccgaggacggatctggggaccctgagaatccatcaactgcac 

gagcatggtgccaagttgcacagaagttcactggtggcattgggaacaaactttgtgctctcttgtatggagatgctgag 

aaaccagcagaatctggtggaagtgaaccacccagagctaccagtaggaaagctgcctgtgcctgcaatcagaaacc 

ctgcagttgtcccaaagctgaagtcaactacgcattcctgcatgccactgatctgttgccagcctgcgatggagaacgtcc 

gactctggcattccttcaagatgtcatggacattctcttgcagtatgttgtgaagtcatttgacagatctaccaaagtgattg 

actttcactatccgaatgagcttctccaagagtacaactgggagttggcagatcaacctcagaatcttgaagagatactg 

atgcattgccaaacaactctcaagtatgctatcaagactggtcatcctcgttacttcaatcagttgtccactgggttggaca 

tggttggtcttgcagctgattggttgacatccactgccaacacaaacatgttcacctatgagatagctcctgtctttgttctg 

ctggagtatgtgacactcaagaagatgagggagatcattggctggcctggtggctctggagatgggatcttctctcctgg 

tggagccatctccaacatgtatgccatgctcattgccagattcaagatgtttccagaagtcaaagagaaaggcatggca 

gctgttccgaggctcattgcattcacatcagaacacagtcatttcagcctcaagaaaggagctgcagcactgggcatag 

gcacagacagtgtgatactcatcaagtgtgatgagagaggcaagatggttccctctgatcttgaacgtcgaatccttgaa 

gccaaacagaaaggctttgttcccttcttggtgtcagccactgctggcacaactgtgtacggtgcctttgatcctctcttgg 

ctgttgctgatatctgcaagaagtacaagatctggatgcatgtggatgctgcctggggtggagggttgctcatgtcaagg 

aaacacaagtggaagctgagtggtgttgaacgtgccaactctgtcacatggaatccacacaagatgatgggtgttcctc 

ttcaatgttctgctcttcttgtgcgtgaagagggattgatgcagtcatgcaatcagatgcatgcctcctacctctttcagcaa 

gacaaacactatgatctgtcctatgacactggagacaaagccttgcagtgtggacgacatgttgatgtcttcaagctctg 

gctcatgtggagagccaaagggaccactgggtttgaggctcacatagacaagtgtttggagcttgcagagtacctgtac 

agcattatcaagaatcgagaaggctacgagatggtgtttgatgggaagccacaacacaccaatgtctgcttctggtatgt 

tcctccgtcattgagggttctggaagacaacgaagagaggatgaacagactctcaaaggtggcaccagtgatcaaggc 
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TABLE E- continued 

Sequence ID 5: canine GAD65 optimized for plant 
expression 

aaggatgatggagtatgggaccacaatggtcagctaccagccactgggagacaaggtgaacttctttcgaatggtcatc 
tccaatcctgctgcaactcatcaagacattgactttctcattgaagagattgaaagacttggacaagatctt 



TABLE F 
Sequence ID 6: pDAB2453 
ggccgcttaattaaatttaaatgtttaaactaggaaatccaagcttgggctgcaggtcaatcccattgcttttgaagcagct 
caacattgatctctttctcgaggtcattcatatgcttgagaagagagtcgggatagtccaaaataaaacaaaggtaagat 
tacctggtcaaaagtgaaaacatcagttaaaaggtggtataaagtaaaatatcggtaataaaaggtggcccaaagtga 
aatttactcttttctactattataaaaattgaggatgtttttgtcggtactttgatacgtcatttttgtatgaattggtttttaagt 
ttattcgcttttggaaatgcatatctgtatttgagtcgggttttaagttcgtttgcttttgtaaatacagagggatttgtataa 
gaaatatctttaaaaaaacccatatgctaatttgacataatttttgagaaaaatatatattcaggcgaattctcacaatga 
acaataataagattaaaatagctttcccccgttgcagcgcatgggtattttttctagtaaaaataaaagataaacttagac 
tcaaaacatttacaaaaacaacccctaaagttcctaaagcccaaagtgctatccacgatccatagcaagcccagcccaa 
cccaacccaacccaacccaccccagtccagccaactggacaatagtctccacacccccccactatcaccgtgagttgtcc 
gcacgcaccgcacgtctcgcagccaaaaaaaaaaaaagaaagaaaaaaaagaaaaagaaaaaacagcaggtggg 
tccgggtcgtgggggccggaaacgcgaggaggatcgcgagccagcgacgaggccggccctccctccgcttccaaaga 
aacgccccccatcgccactatatacatacccccccctctcctcccatccccccaaccctaccaccaccaccaccaccacctc 
cacctcctcccccctcgctgccggacgacgcctcccccctccccctccgccgccgccgcgccggtaaccaccccgcccctc 
tcctctttctttctccgttttttttttccgtctcggtctcgatctttggccttggtagtttgggtgggcgagaggcggcttcgtgc 
gcgcccagatcggtgcgcgggaggggcgggatctcgcggctggggctctcgccggcgtggatccggcccggatctcg 
cggggaatggggctctcggatgtagatctgcgatccgccgttgttgggggagatgatggggggtttaaaatttccgcca 
tgctaaacaagatcaggaagaggggaaaagggcactatggtttatatttttatatatttctgctgcttcgtcaggcttaga 
tgtgctagatctttctttcttctttttgtgggtagaatttgaatccctcagcattgttcatcggtagtttttcttttcatgatttgtg 
acaaatgcagcctcgtgcggagcttttttgtaggtagaccatggcttctccggagaggagaccagttgagattaggcca 
gctacagcagctgatatggccgcggtttgtgatatcgttaaccattacattgagacgtctacagtgaactttaggacaga 
gccacaaacaccacaagagtggattgatgatctagagaggttgcaagatagatacccttggttggttgctgaggttgag 
ggtgttgtggctggtattgcttacgctgggccctggaaggctaggaacgcttacgattggacagttgagagtactgttta 
cgtgtcacataggcatcaaaggttgggcctaggatccacattgtacacacatttgcttaagtctatggaggcgcaaggtt 
ttaagtctgtggttgctgttataggccttccaaacgatccatctgttaggttgcatgaggctttgggatacacagcccggg 
gtacattgcgcgcagctggatacaagcatggtggatggcatgatgttggtttttggcaaagggattttgagttgccagct 
cctccaaggccagttaggccagttacccagatctgaggtaccctgagctcggtcgcagcgtgtgcgtgtccgtcgtacgt 
tctggccggccgggccttgggcgcgcgatcagaagcgttgcgttggcgtgtgtgtgcttctggtttgctttaattttaccaa 
gtttgtttcaaggtggatcgcgtggtcaaggcccgtgtgctttaaagacccaccggcactggcagtgagtgttgctgcttg 
tgtaggctttggtacgtatgggctttatttgcttctggatgttgtgtactacttgggtttgttgaattattatgagcagttgcgt 
attgtaattcagctgggctacctggacattgttatgtattaataaatgctttgctttcttctaaagatctttaagtgctgaattc 
atatttcctcctgcagggtttaaacttgccgtggcctattttcagaagaagttcccaatagtagtccaaaatttttgtaacga 
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TABLE F-continued 

Sequence ID 6: pDAB2453 
agggagcataatagttacatgcaaaggaaaactgccattctttagaggggatgcttgtttaagaacaaaaaatatatca 
ctttcttttgttccaagtcattgcgtatttttttaaaaatatttgttccttcgtatatttcgagcttcaatcactttatggttctttgt 
attctggctttgctgtaaatcgtagctaaccttcttcctagcagaaattattaatacttgggatatttttttagaatcaagtaa 
attacatattaccaccacatcgagctgcttttaaattcatattacagccatataggcttgattcattttgcaaaatttccagg 
atattgacaacgttaacttaataatatcttgaaatattaaagctattatgattaggggtgcaaatggaccgagttggttcg 
gtttatatcaaaatcaaaccaaaccaactatatcggtttggattggttcggttttgccgggttttcagcattttctggttttttt 
tttgttagatgaatattattttaatcttactttgtcaaatttttgataagtaaatatatgtgttagtaaaaattaattttttttaca 
aacatatgatctattaaaatattcttataggagaattttcttaataacacatgatatttatttattttagtcgtttgactaatttt 
tcgttgatgtacactttcaaagttaaccaaatttagtaattaagtataaaaatcaatatgatacctaaataatgatatgttct 
atttaattttaaattatcgaaatttcacttcaaattcgaaaaagatatataagaattttgatagattttgacatatgaatatg 
gaagaacaaagagattgacgcattttagtaacacttgataagaaagtgatcgtacaaccaattatttaaagttaataaa 
aatggagcacttcatatttaacgaaatattacatgccagaagagtcgcaaatatttctagatattttttaaagaaaattcta 
taaaaagtcttaaaggcatatatataaaaactatatatttatattttggtttggttcgaatttgttttactcaataccaaacta 
aattagaccaaatataattgggatttttaatcgcggcccactagtcaccggtgtagcttggcgtaatcatggtcatagctg 
tttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccggaagcataaagtgtaaagcctggggtgc 
ctaatgagtgagctaactcacattaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtcgtgccagctgca 
ttaatgaatcggccaacgcgcggggagaggcggtttgcgtattgggcgctcttccgctgcgcacgctgcgcacgctgcg 
cacgcttcctcgctcactgactcgctgcgctcggtcgttcggctgcggcgagcggtatcagctcactcaaaggcggtaat 
acggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaaccg 
taaaaaggccgcgttgctggcgtttttccataggctccgcccccctgacgagcatcacaaaaatcgacgctcaagtcaga 
ggtggcgaaacccgacaggactataaagataccaggcgtttccccctggaagctccctcgtgcgctctcctgttccgacc 
ctgccgcttaccggatacctgtccgcctttctcccttcgggaagcgtggcgctttctcatagGtcacgctgtaggtatctcag 
ttcggtgtaggtcgttcgctccaagctgggctgtgtgcacgaaccccccgttcagcccgaccgctgcgccttatccggtaa 
ctatcgtcttgagtccaacccggtaagacacgacttatcgccactggcagcagccactggtaacaggattagcagagcg 
aggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaaggacagtatttggtatctg 
cgctctgctgaagccagttaccttcggaaaaagagttggtagctcttgatccggcaaacaaaccaccgctggtagcggt 
ggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtct 
gacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatcctttta 
aattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgag 
gcacctatctcagcgatctgtctatttcgttcatccatagttgcctgactccccgtcgtgtagataactacgatacgggagg 
gcttaccatctggccccagtgctgcaatgataccgcgagacccacgctcaccggctccagatttatcagcaataaaccag 
ccagccggaagggccgagcgcagaagtggtcctgcaactttatccgcctccatccagtctattaattgttgccgggaagc 
tagagtaagtagttcgccagttaatagtttgcgcaacgttgttgccattgctacaggcatcgtggtgtcacgctcgtcgttt 
ggtatggcttcattcagctccggttcccaacgatcaaggcgagttacatgatcccccatgttgtgcaaaaaagcggttag 
ctccttcggtcctccgatcgttgtcagaagtaagttggcGgcagtgttatGaGtcatggttatggcagcactgcataattctc 
ttactgtcatgccatccgtaagatgcttttctgtgactggtgagtactcaaccaagtcattctgagaatagtgtatgcggcg 
accgagttgctcttgcccggcgtcaatacgggataataccgcgccacatagcagaactttaaaagtgctcatcattggaa 
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TABLE F-continued 

Sequence ID 6 : pDAB2453 
aacgttcttcggggcgaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgcacccaact 
gatcttcagcatcttttactttcaccagcgtttctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggaat 
aagggcgacacggaaatgttgaatactcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcatga 
gcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgac 
gtctaagaaaccattattatcatgacattaacctataaaaataggcgtatcacgaggccctttcgtctcgcgcgtttcggtg 
atgacggtgaaaacctctgacacatgcagctcccggagacggtcacagcttgtctgtaagcggatgccgggagcagac 
aagcccgtcagggcgcgtcagcgggtgttggcgggtgtcggggctggcttaactatgcggcatcagagcagattgtact 
gagagtgcaccatatgcggtgtgaaataccgcacagatgcgtaaggagaaaataccgcatcaggcgccattcgccatt 
caggctgcgcaactgttgggaagggcgatcggtgcgggcctcttcgctattacgccagctggcgaaagggggatgtgc 
tgcaaggcgattaagttgggtaacgccagggttttcccagtcacgacgttgtaaaacgacggccagtgaattacaccgg 
tgtgatcatgggccgcgattaaaaatctcaattatatttggtctaatttagtttggtattgagtaaaacaaattcgaaccaa 
accaaaatataaatatatagtttttatatatatgcctttaagactttttatagaattttctttaaaaaatatctagaaatatttg 
cgactcttctggcatgtaatatttcgttaaatatgaagtgctccatttttattaactttaaataattggttgtacgatcactttct 
tatcaagtgttactaaaatgcgtcaatctctttgttcttccatattcatatgtcaaaacctatcaaaattcttatatatctttttc 
gaatttgaagtgaaatttcgataatttaaaattaaatagaacatatcattatttaggtatcatattgatttttatacttaatta 
ctaaatttggttaactttgaaagtgtacatcaacgaaaaattagtcaaacgactaaaataaataaatatcatgtgttatta 
agaaaattctcctataagaatattttaatagatcatatgtttgtaaaaaaaattaatttttactaacacatatatttacttatc 
aaaaatttgacaaagtaagattaaaataatattcatctaacaaaaaaaaaaccagaaaatgctgaaaacccggcaaa 
accgaaccaatccaaaccgatatagttggtttggtttgattttgatataaaccgaaccaactcggtccatttgcacccctaa 
tcataatagctttaatatttcaagatattattaagttaacgttgtcaatatcctggaaattttgcaaaatgaatcaagcctat 
atggctgtaatatgaatttaaaagcagctcgatgtggtggtaatatgtaatttacttgattctaaaaaaatatcccaagtat 
taataatttctgctaggaagaaggttagctacgatttacagcaaagccagaatacaatgaaccataaagtgattgaagc 
tcgaaatatacgaaggaacaaatatttttaaaaaaatacgcaatgacttggaacaaaagaaagtgatatattttttgttct 
taaacaagcatcccctctaaagaatggcagttttcctttgcatgtaactattatgctcccttcgttacaaaaattttggacta 
ctattgggaacttcttctgaaaatagtggccaccgcttaattaaggcgcgccatgcccgggcaagcggccgcattcccgg 
gaagctaggccaccgtggcccgcGtgcaggggaagcttgcatgcctgcagatccccggggatcctctagagtcgacct 
gcagtgcagcgtgacccggtcgtgcccctctctagagataatgagcattgcatgtctaagttataaaaaattaccacatat 
tttttttgtcacacttgtttgaagtgcagtttatctatctttatacatatatttaaactttactctacgaataatataatctatagt 
actacaataatatcagtgttttagagaatcatataaatgaacagttagacatggtctaaaggacaattgagtattttgaca 
acaggactctacagttttatctttttagtgtgcatgtgttctcctttttttttgcaaatagcttcacctatataatacttGatGcat 
tttattagtacatccatttagggtttagggttaatggtttttatagactaatttttttagtacatctattttattctattttagcctc 
taaattaagaaaactaaaactctattttagtttttttatttaatagtttagatataaaatagaataaaataaagtgactaaa 
aattaaacaaataccctttaagaaattaaaaaaactaaggaaacatttttcttgtttcgagtagataatgccagcctgtta 
aacgccgtcgacgagtctaacggacaccaaccagcgaaccagcagcgtcgcgtcgggGGaagcgaagcagacggca 
cggcatctctgtcgctgcctctggacccctctcgagagttccgctccaccgttggacttgctccgctgtcggcatccagaaa 
ttgcgtggcggagcggcagacgtgagccggcacggcaggcggcctcctcctcctctcacggcaccggcagctacggg 
ggattcctttcccaccgctccttcgctttcccttcctcgcccgccgtaataaatagacaccccctccacaccctctttccccaa 
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TABLE F-continued 

Sequence ID 6: pDAB2453 
cctcgtgttgttcggagcgcacacacacacaaccagatctcccccaaatccacccgtcggcacctccgcttcaaggtacg 
ccgctcgtcctccccccccccccccctctctaccttctctagatcggcgttccggtccatgcatggttagggcccggtagttc 
tacttctgttcatgtttgtgttagatccgtgtttgtgttagatccgtgctgctagcgttcgtacacggatgcgacctgtacgtc 
agacacgttctgattgctaacttgccagtgtttctctttggggaatcctgggatggctctagccgttccgcagacgggatc 
gatttcatgattttttttgtttcgttgcatagggtttggtttgcccttttcctttatttcaatatatgccgtgcacttgtttgtcggg 
tcatcttttcatgcttttttttgtcttggttgtgatgatgtggtctggttgggcggtcgttctagatcggagtagaattctgtttc 
aaactacctggtggatttattaattttggatctgtatgtgtgtgccatacatattcatagttacgaattgaagatgatggatg 
gaaatatcgatctaggataggtatacatgttgatgcgggttttactgatgcatatacagagatgctttttgttcgcttggttg 
tgatgatgtggtgtggttgggcggtcgttcattcgttctagatcggagtagaatactgtttcaaactacctggtgtatttatt 
aattttggaactgtatgtgtgtgtcatacatcttcatagttacgagtttaagatggatggaaatatcgatctaggataggta 
tacatgttgatgtgggttttactgatgcatatacatgatggcatatgcagcatctattcatatgctctaaccttgagtaccta 
tctattataataaacaagtatgttttataattatttcgatcttgatatacttggatgatggcatatgcagcagctatatgtgg 
atttttttagccctgccttcatacgctatttatttgcttggtactgtttcttttgtcgatgctcaccctgttgtttggtgttacttct 
gcagggtacccccggggtcgaccatgggcctcacatcacaactgattccgactcttgtctgtctccttgccctcacctccac 
atttgttcatggacacaacttcaatatcaccattaaggagataatcaaaatgttgaacattttgacagcaaggaatgata 
gttgcatggagctgactgtgaaggatgttttcactgctcctaagaacacttcagacaaagagattttctgccgtgctgcca 
ctgtcctcagacaaatctacacccacaactgctccaatagatacttgaggggtctttatcgaaatctcagctcaatggcaa 
acaaaacctgtagcatgaatgaaatcaagaaatctacattgaaagactttctggaaaggctgaaagtgataatgcaga 
agaagtattacagacatcatcaccatcaccattgagtagttagcttaatcacctagagctcgtttaaactgagggcactg 
aagtcgcttgatgtgctgaattgtttgtgatgttggtggcgtattttgtttaaataagtaagcatggctgtgattttatcatat 
gatcgatctttggggttttatttaacacattgtaaaatgtgtatctattaataactcaatgtataagatgtgttcattcttcggt 
tgccatagatctgcttatttgacctgtgatgttttgactccaaaaaccaaaatcacaactcaataaactcatggaatatgtc 
cacctgtttcttgaagagttcatctaccattccagttggcatttatcagtgttgcagcggcgctgtgctttgtaacataacaa 
ttgttacggcatatatccaacggccggcctaggccacggtggccagatccactagttctagagc 



TABLE G 

Sequence ID 7: canine IL-4 optimized for plant 
expression with a 6 histidine tag 

atgggcctcacatcacaactgattccgactcttgtctgtctccttgccctcacctccacatttgttcatggacacaacttcaat 

atcaccattaaggagataatcaaaatgttgaacattttgacagcaaggaatgatagttgcatggagctgactgtgaagg 

atgttttcactgctcctaagaacacttcagacaaagagattttctgccgtgctgccactgtcctcagacaaatctacaccca 

caactgctccaatagatacttgaggggtctttatcgaaatctcagctcaatggcaaacaaaacctgtagcatgaatgaaa 

tcaagaaatctacattgaaagactttctggaaaggctgaaagtgataatgcagaagaagtattacagacatcatcacca 

tcaccat 
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[0159] Although preferred embodiments of the invention 
have been described herein in detail, it will be understood by 
those skilled in the art that variations may be made thereto 
without departing from the spirit of the invention or the scope 
of the appended claims. 

1 . A method for the treatment of new onset Type I diabetes 
in a mammal or pre-Type I diabetic mammal, the method 
comprising; 

(a) administering anti-T cell therapy to said mammal; and 

(b) administering an autoantigen composition comprising 
an optional mucosal antigen, wherein (a) and (b) are 
administered concurrently or sequentially. 

2. The method of claim 1, wherein said anti-T cell therapy 
is an immunosuppressant agent that targets T cells. 

3. The method of claim 2, wherein said immunosuppres- 
sant agent is selected from the group consisting of mono- 
clonal antibodies targeting T cell surface antigens, polyclonal 
antibodies targeting T cell surface antigens, cyclosporme, 
methotrexate, azathioprine and combinations thereof. 

4. The method of claim 3, wherein said immunosuppres- 
sant agent is a monoclonal antibody selected from the group 
consisting of anti CD3, anti CD2, anti CD4 anti CD7, anti 
CD8, anti CD25, anti CD28, anti alpha 4 beta 1 integrin, anti 
alpha 4 beta 7 integrin and combinations thereof. 

5. The method of claim 4, wherein said immunosuppres- 
sant is an anti CD3 monoclonal antibody. 

6. The method of claim 1, wherein said autoantigen is 
selected from the group consisting of a GAD isoform, GAD 
polypeptide, insulin and combinations thereof. 

7. The method of claim 6, wherein said autoantigen is a 
GAD isoform selected from the group consisting of GAD65, 
GAD67 and mixtures thereof. 

8. The method of claim 1, wherein said mucosal antigen is 
an immunoregulatory cytokine. 

9. The method of claim 8, wherein said immunoregulatory 
cytokine is an interleukin. 

10. The method of claim 9, wherein said interleukin is 
selected from the group consisting of IL-1, IL2, IL-3, IL4, 
IL5, IL6, IL-7, IL-8, IL9, IL-10, IL-12, IL-13, IL15, IL18 and 
mixtures thereof. 

11. The method of claim 10, wherein said interleukin is 
IL-4. 

12. The method of claim 10, wherein said interleukin is 
IL10. 

13. The method of claim 2, wherein said immunosuppres- 
sant agent is administered intravenously to said mammal for 
up to about 10 days. 

14. The method of claim 13, wherein immunosuppressant 
agent is administered intravenously to said mammal for up to 
about 5 to 7 days. 

15. The method of claim 13, wherein said immunosuppres- 
sant agent is administered at dosages of up to about 1 Ou/kg to 
up to about lOOu/kg body weight. 

16. The method of claim 1, wherein said autoantigen and 
optional mucosal antigen composition is administered orally 
or to a mucosal surface or parentally. 

17. The method of claim 16, wherein said autoantigen and 
optional mucosal antigen composition is provided within a 
transgenic plant material. 

18. The method of claim 17, wherein said transgenic plant 
material is selected from the group consisting of potato, 
tomato, alfalfa, canola, rice, tobacco, maize, algae, safflower, 
moss and bryophyte. 



19. The method of claim 17, wherein said transgenic plant 
material is selected from the group consisting of plant tissue, 
plant leaves, plant tubers, plant stems, plant extracts, plant 
slurries, plant cell cultures and combinations thereof. 

20. The method of claim 17, wherein said composition s 
administered orally. 

21. The method of claim 16, wherein said autoantigen and 
optional mucosal antigen is provided in an amount of up to 
about 1 mg/kg to up to about 1000 mg/kg. 

22. The method of claim 16, wherein said autoantigen and 
optional mucosal antigen is provided in an amount of more 
than about 1000 mg/kg. 

23 . The method of claim 21, wherein said autoantigen and 
optional mucosal antigen is provided in an amount of up to 
about 1 mg/kg to up to about 100 mg/kg. 

24. The method of claim 1, wherein (a) and (b) are admin- 
istered concurrently. 

25. The method of claim 1, wherein (a) and (b) are admin- 
istered sequentially 

26. The method of claim 1, wherein (a) and (b) are admin- 
istered concurrently followed by further administration of 
(b). 

27. The method of claim 26, wherein said further admin- 
istration of (b) is done for an extended period of time, 

28. The method of claim 27, wherein said extended period 
of time is up to about the lifespan of the mammal. 

29. The method of claim 1, wherein said mammal is a 
human. 

30. The method of claim 1, wherein said mammal is a 
companion animal selected from the group consisting of 
dogs, cats and horses. 

31. The method of claim 29, wherein said human has new 
onset Type I diabetes. 

32. The method of claim 29, wherein said human s pre- 
Type I diabetic. 

33. A method for treating Type I diabetes in a mammal or 
for treating pre-type I diabetic mammals, the method com- 
prising: 

(a) administering an effective dose of anti-T cell antibodies 
to said human: and 

(b) administering an effective dose of an autoantigen to 
said mammal, wherein (a) and (b) are administered at the 
same time or sequentially for an effective time period, or 
(a) and (b) are administered at the same time and (b) is 
further administered alone for a longer time period. 

34 . A method for treating Type I diabetes in a human, or for 
treating pre-type I diabetic humans, the method comprising; 

(a) administering an effective immunosuppressive dose of 
anti-T eel antibodies to said humans; and 

(b) administering an effective immunosuppressive dose of 
a transgenic plant material to said mammal, said trans- 
genic plant material containing at least one autoantigen 
and optionally at least one immunoregulatory cytokine; 

wherein said administering of (a) and (b) is done concur- 
rently or sequentially. 

35. The method of claim 34, wherein said anti-T cell anti- 
bodies are polyclonal antibodies. 

36. The method of claim 34, wherein said anti-T cell anti- 
bodies are monoclonal antibodies. 

37. Tlie method of claim 36, wherein said monoclonal 
antibody is selected from the group consisting of anti CD3, 
anti CD2, anti CD4, anti CD7, anti CD8, anti CD25 anti 
CD28, anti alpha 4 beta 1 integrin, anti alpha 4 beta 7 integrin 
and combinations thereof. 
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38. The method of claim 37, wherein said monoclonal 
antibody is an anti CD3 monoclonal antibody. 

39. The method of claim 34, wherein said autoantigen is 
selected from the group consisting of GAD isoform, GAD 
polypeptide, insulin and combinations thereof. 

40. The method of claim 39, wherein said autoantigen is a 
GAD isoform selected from the group consisting of GAD65, 
GAD67 and mixtures thereof. 

41. The method of claim 34, wherein said immunoregula- 
tory cytokine is an interleukine. 

42. The method of claim 41, wherein said interleukin is 
selected from the group consisting of IL-1, IL-2, IL-3, IL-4, 
IL-5, IL-6, IL-7, IL-8, IL-9, IL-10, IL-12, IL-13, IL-15, IL-1 8 
and mixtures thereof. 

43. The method of claim 42, wherein said interleukin is 
IL-4. 

44. The method of claim 42, wherein said interleukin is 
IL-10. 

45. The method of claim 41, wherein said transgenic plant 
maternal is administered orally or to a mucosal surface. 

46. The method of claim 45, wherein said transgenic plant 
material is administered to provide up to about 10 ug/kg to up 
to about 1 00 ug/kg body weight of said anti-T cell antibodies . 

47. The method of claim 46, wherein said transgenic plant 
material provides about up to about 1 mg^kg to up to about 
1000 mg/kg of autoantigen and optional immunoregulatory 
cytokine. 

48 . The method of claim 34, wherein (a) and (b) are admin- 
istered concurrently. 

49. The method of claim 34, wherein (a) and (b) are admin- 
istered sequentially. 

50. The method of claim 34, wherein (a) and (b) are admin- 
istered concurrently followed by further administration of 

51. The method of claim 50, wherein said further admin- 
istration of (b) is done for an extended period of time. 

52. The method of claim 51, wherein said extended period 
of time is up to about the lifespan of the mammal. 

53 . A method for reversal of Type I diabetes in a human or 
companion animal, said method comprising: 

(a) administering a therapeutically effective amount of 
anti-CD3 monoclonal antibody to said human or animal ; 
and 

(b) administering a therapeutically effective amount of a 
transgenic plant material containing one or more GAD 
autoantigens together with IL-4, 

wherein (a) is first administered to said human or animal. 



54. The method of claim 53, wherein (a) and (b) are admin- 
istered concurrently. 

55. The method of claim 53 wherein (b) is further admin- 
istered for an extended period of time. 

56. An IL-4 nucleotide sequence optimized for plant 
expression. 

57. The sequence of claim 56, wherein said optimization is 
the addition of a histidine tag. 

58. The sequence of claim 56, wherein said optimization is 
the addition of an ER retention signal and histidine tag. 

59. The sequence of claim 56, wherein said nucleotide 
sequence is selected from the group consisting of SEQ ID 
NO. 2 and SEQ ID NO. 7. 

60. The sequence of claim 56, wherein said sequence is a 
canine sequence. 

61. A canine GAD65 nucleotide sequence of SEQ ID NO. 

4. 

62. The nucleotide sequence of claim 61 wherein said 
sequence is further optimized for plant expression. 

63. The nucleotide sequence of claim 62, wherein said 
optimized sequence is represented by SEQ ID NO. 5. 

64. A vector for cell transformation, said vector selected 
from the group consisting of SEQ ID NO. 1, SEQ ID NO. 3 
and SEQ ID NO. 6. 

65. A vector selected from the group consisting of 
pDAB771; pDAB773; pDAB2407; pDAB2457; 
pDAB2455; pDAB2456; pDAB3736; pDAB3741; 
pDAB3731; pDAB3748; pDAB2453; PDAB4005; 
pDAB2451; andpDAB8504. 

66. A composition comprising a mixture of anti-CD3 anti- 
bodies and a preparation that contains at least one autoantigen 
and an immunoregulatory cytokine. 

67. A composition comprising a mixture of anti-CD3 anti- 
bodies and a transgenic plant material that contains at: least 
one autoantigen and an immunoregulatory cytokine. 

68. The use of a composition comprising anti-T cell anti- 
bodies, autoantigen and optional mucosal antigen in the 
manufacture of a medicament for the treatment of Type I 
diabetes in a mammal. 

69. A method for the diagnosis of Type I diabetes in a 
mammal, the method comprising detecting in a sample from 
said mammal the presence of anti-GAD antibodies, such 
detection being an early indicator of the development or the 
risk of development of Type I diabetes in the mammal. 

70. The method of claim 69, wherein the anti-GAD anti- 
bodies are canine antibodies. 

***** 
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Amendments to the Claims; 

This listing of claims will replace all prior versions and listings of claims in the 
application: 

Listing of Claims : 

Claim 1 (Original): A method for the treatment of new onset Type I diabetes 
in a mammal or p re-Type I diabetic mammal, the method comprising: 

(a) administering anti-T cetrtherapy to said mammal; and 

(b) administering an autoantigen composition comprising an optionai 
mucosal antigen, wherein (a) and (b) are administered concurrently or sequentially. 



Claim 2 (Original):. The method of claim 1 > wherein said anti»T cell therapy 
is an immunosuppressant agent that targets T cells. 

Claim 3 (Original): The method of claim 2, wherein said 
immunosuppressant agent is selected from the group consisting of monoclonal 
antibodies targeting T ceil surface antigens, polyclonal antibodies targeting T ceil 
surface antigens, cyclosporine, methotrexate, azathioprine and combinations 
thereof. 
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Claim 4 (Original): The method of claim 3, wherein said 
immunosuppressant agent is a monoclonal antibody selected from the group 
consisting Of anti CD3, anti GD2, ahti GD4, anti GD7, ants CDS, anti CD25, 
anti GD28, ahti alpha A beta 1 mtegrin, anti alpha 4 beta 7 integrin and combinations 
thereof. 

Claim 5 (Original): The method of claim 4, wherein said 
immunosuppressant is an anti CDS monoclonal antibody. 

Claim 8 (Original): The method pf claim 1, wherein said aufpantigen is 
selected from the group consisting of a QAB isoform, SAD polypeptide, insulin and 
combinations thereof. 

Claim 7 (Original): The method of claim 6, wherein: said autoantigen is a 
GAD isoform selected from the group consisting of GAD65, GADBT and mixtures 
thereof. 

Claim 8 (Original): The method of claim 1, wherein said mucosal antigen is 
an immunoregulatory cytokine. 

Claim 9 (Original): The method of claim 8, wherein said immunoregujafory 
cytokine is an interleukin. 
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Claim 10 {Original): The method of claim 9, wherein said Snterleukin is 
selected from the group consisting of IL-1, IL-2, IL-3, IL-4, iL-5, IL-6, !L~7, IL- 8, (L*9, 
IL-10, iL-12, IL-13, IMS, IL-18 and mixtures thereof, 

Claim 11 (Original): The method of claim 10, wherein said interieukinls 

SL~4. 

Claim 12 {Original):: The method of claim 10, wherein said interleukin is 

IL-10. 

Claim 13 {Original); The method of claim 2 ( wherein said 
immunosuppressant agent is administered intravenously to said mammal. for up to 
about 10 days. 

Claim 14 (Original): The method of claim 13, wherein immunosuppressant 
agent is administered intravenously to said mammal for uptoabout 5 to 7 days, 

Claim 15 (Currently Amended): The method of claim 13, wherein said 
immunosuppressant agent is administered at dosages of up to about 40^/kg 10 u/kq 
to up to about 40&u/k^ 100 u/kq body weight. 
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Claim 16 {Currently Amended): The method of claim 1 or l - Q claim 1 , 
wherein said autoantigen and optional mucosal antigen compositioh is administered 
orally or to a mucosal surface or parentally. 

Claim 17 {Currently Amended): The method of claim 16, wherein said 
auteantigenand aut oantigen; and optional mucosa! antigen composition is provided 
within a transgenic plant material. 

Claim 18 (Original); The method of claim 17, wherein said transgenic plant 
material is selected from the group consisting of potato, tomato, aifalfa, canola, rice, 
tobacco, maize, algae, saff lower, moss and bryophyte. 

Claim 19 (Original): The method of claim 17, wherein said transgenic plant 
materia! is selected from the group consisting of plant tissue, plant leaves, plant 
tM.b#rsi,:p{a;nt.stem$i; plant fextracts-i plant slurries, plant eel! cultures and combinations 
thereof. 

Claim 20 (Original): The method of claim 17, wherein said composition is 
administered orally. 

Claim 21 (Currently Amended): The method of claim 16, wherein said 
autoantigen and Optional mucosal antigen is provided in an amount of up to about 
4mg/k§ 1 mg/kg to up to about 1000 mg/kg. 
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Claim 22 {Original): The method of claim 16, wherein said autoantfgen and 
optional mucosal antigen is provided in an amount of more than about 1000 mg/kg. 

Claim 23 (Currently Amended): The method of claim 21, wherein said 
autpantigen and optional mucosal antigen is provided in an amount of up to 
about 4flfo/&* 1 nfo/kfr io Op to about 100 mg/kg. 

Claim 24 (Original): The method of claim 1, wherein (a) and <b). are 
adm inistered concu rrentiy, 

Claim 25 (Original): The method of claim 1 . wherein (a) and (b) are 
administered sequentially. 

Claim 26 (Original): The method of claim 1, wherein (a) and (b) are 
administered concurrently followed by further administration of (b). 

Claim 27 (Original): The method of claim 26, wherein said further 
administration of (b) is done for an extended period of time. 

Claim 28 (Original): The method of claim 27, wherein said extended period 
of time is up to about the lifespan of the mamma!. 
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Claim 29: (Original): The method of claim 1, wherein said mammal is a 
human. 

Claim 30 (Original): The method of claim 1, wherein said mammal is a 
companion animal selected from the group consisting of dogs, cats and horses. 

Claim 31 (Original): The method of claim 29, wherein said human has new 
onset Type I diabetes. 

Claim 32 (Original): The method of claim 28, wherein said human is 
pre~Type I diabetic. 

Claim 33 (Original): A method for treating Type I diabetes In a mammal or 
for treating pre- type I diabetic mammals, the method comprising: 

(a) administering ah effective dose of anti-T cell antibodies to said 

human; and 

(b) administering: an effective dose of an autOantigen to said mammal, 
wherein (a) and (b) are administered at the same time or sequentially for an effective 
time period, or (a) and (b) are administered at the same time and (b) is further 
administered alone for a longer time period. 
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Claim 34 (Original): A method for treating Type I diabetes in a human, or for 
treating p re-type ! diabetic humans, the method comprising: 

(a) administering an effective immuhpsuppre^sive dose of ahti-T celf 
antibodies to said humans; and 

(b) administering ah effective immunosuppressive dose of a transgenic 
plant material to said mammal, said transge.nic.pfant materiai contalning at least one 
autcantigen and optionally at least one immunoreguiatbry cytokine ■ 

wherein said administering of (a) and (bj is done concurrently or 

sequentially. 

Claim 35 (Original): The method of claim 34, whemin said anti-T cell 
antibodies are polyclonal antibodies. 

Claim 36 (Original): The method of claim 34, wherein said anti~T cei! 
antibodies are monoclone*! antibodies. 

Claim 37 {Original): The method of claim 36, wherein said monoclonal 
antibody is selected from the group consisting of anti QD3, anti CD2, ants C04, 
anti CD7, anti CD8 ? anti CD25, anti CD28, anti alpha 4 beta i iniegnn, anti alpha 4 
beta 7 integrln and combinations thereof. 

Claim 38 (Original): The method of claim 37, wherein said monoclonal 
antibody is an anti CD3 monoclonal antibody. 
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Claim 39 {Original): The method of claim 34, wherein said autoantigen is 
selected from the group consisting of GAD isoform, GAD polypeptide, insulin and 
combinations thereof. 

Claim 40 (Original): The method of claim 39, wherein said autoantigen is a 
GAD isoform selected from the group consisting of GAD65, GAD67 and mixtures 
thereof. 

Claim 41 (Currently Amended): The method of Glatffl--34r37 , or 39 
claim 34, wherein said immuhoreguiatory cytokine is an interleukine. 

Claim 42 (Original): The method of claim 41, wherein said interleukin is 
selected from the group, consisting of IL-1, IL-2, il-3„iL-4, IL-5, IL-6, IL-7, j.L~ 8, !U9, 
11-10, IL-12, IL-1 3, ID- 15, IL-1 8 and mixtures thereof. 

Claim 43 (Original): The method of claim 42, wherein said interleukin is 

IL-4, 

Claim 44 {Original): The method of claim 42, wherein said interleukin is 

IL-10, 

Claim 45 (Original): The method of claim 41, wherein said transgenic plant 
material is administered orally or to a mucosal surface. 
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Claim 46 (Currently Amended): The method of claim 45, wherein said 
transgenic plant materia! is administered to provide up to about 10uc/kQ 10 up/kg 
to up to about 4-GOpg/kg 100 pcj/kg body weight of said anti-T cell antibodies. 

Claim 47 (Currently Amended): The method of ciaim 46, wherein said 
transgenic plant material provides about up to about -1-mq/ko 1 mg/kq to up to about 
4 OOOmq/kg 1 000 mg/k.q of auteantigen and optional immunoreguiatory cytokine. 

Claim 48 (Original): The method of claim 34, wherein (a) and (b) are 
administered concurrently, 

Claim 49 (Original): The method of claim 34, wherein (a) and (b) are 
administered seq uentially. 

Claim 50 (Original): The method of claim 34, wherein (a) and (b) are 
administered concurrently followed by further administration of (b). 

Claim 51 (Original); The method of claim 50, wherein -said further 
administration of (b) is done for an extended period of time. 

Claim 52 (Original): The method of ciaim 51, wherein said extended period 
of time is up to about the lifespan of the mammal. 
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Claim 53 (Original): A method for reversal of Type ! diabetes in a human of 
companion animal said method comprising: 

(a) administering a therapeutically effective amount of anti-CD3 
monoclonal antibody to said human or animal; and 

(b) administering a therapeutically effective amount of a transgenic 
piant material containing one or more <3AD autoantigens together with 1L-4, 

wherein (a) is first administered to: said human or animaL 

Claim 54 (Originaf}: The method of claim 53, wherein (a) and (b) are 
administered concurrehtJyv 

Claim 55 (Original): The method of claim 53 t wherein (b) is further 
administered for an extended period of time. 

Claim 56 {Original}: An fL~4 nucleotide sequence, optimized for plant 
expression. 

Claim 57 .(Original}; The sequence of claim 58, wheremsafcf optimization is 
the addition of a h istidine tag. 

Claim 58 (OHgmal): The sequence of claim 56 s wherein said optimization is 
the addition of an ER retention signal and histidine tag, 
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Claim 69 (Original): The sequence of claim 56, wherein said nucleotide 
sequence Is selected from the group consisting of SEQ ID NO: 2 and SEQ ID NO. 7, 

Claim 60 (Original): The sequence of claim 56, wherein said sequence is a 
canine sequence: 

Claim 61 {Original): A canine GAD65 nucleotide sequence of SEQ ID 

NO. 4. 

Claim 62 {Original); The nucleotide sequence of claim 61, wherein said 
sequence is further optimized for plant expression. 

Claim 63 (Original): The nucleotide sequence of claim 62, wherein said 
optimized sequence is represented by SEQ ID NO. 5. 

Claim 64 (Original): A vector for cell transformation, said vector selected 
from the group consisting of SEQ ID NO. 1 , SEQ ID NO. 3 and SEQ ID NO. Q. 

Claim 65 {Original): A vector selected from the group consisting of 
pDAB771; pDAB773; pDAB2407; pDAB2457; pDA82455; pDAB2456; pDAB3736; 
pDAB3741; pDAB3731; pDAB3748; pDAB2453; pDAB4005; pDA82451; 
and PDAB8504, 
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Claim 66 (Original): A composition comprising a mixture of ant^CDS 
antibodies and a preparation that contains at feast one autoantigen and an 
fmmuhoregylatory cytokine. 

Claim 67 (Original): A composition comprising a mixture of anlii-CDS 
antibodies and a transgenic plant material that contains at least one a utoa ntig e n and 
an immunoreguiaiory cytokine. 

Claim 68 {Original}: The use of a composition comprising anti-T ceil 
antibodies, aUtQanttgen and optional mucosa! antigen in the manufacture of a 
medicament for the treatment of Type I diabetes in a mammal 

Claim 69 (Original): A method for the diagnosis of Type Idiabetes in a 
mammal, the method comprising detecting in a sample from said mamma! the 
presence of anti-GAD antibodies, such: detection being an early indicator of the 
development or the risk of development of Type I diabetes in the mammal; 

Claim 70 (Original): The method of claim 69, wherein the anti-GAD 
antibodies are canine antibodies. 



